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AMPA  Alpha-amino-3-5-methyl-4-isoxazolproprionic 
AMS  Amyotrophic lateral sclerosis 
ARNT  Aryl hydrocarbon receptor nuclear translocator 
Aβ  Beta-amyloid 
ATP  Adenosine tri-phosphate 
CNS  Central nervous system 
CSF  Cerebrospinal fluid 
Cdk5  cyclin dependent kinase 5 
DIV  Days in vitro 
EMSA  Electrophoretic mobility shift assay 
Epo  Erythropoietin 
GSK3  Glycogen synthase kinase 3 
GLUT1 Glucose transporter 1 
Hif-1  Hypoxia-inducible factor-1 
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JNK3  Jun N-terminal kinase 3 
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MAGE-D1 Melanoma associated antigen-D1 
MEF2  Myocyte enhancer factor 2 
NMDA N-methyl-D-aspartic acid 
NFs  Neurofilaments 
NFTs  Neurofibrillary tangles 
Nx  Normoxia  
RT-PCR Real-Time PCR  
VHL  Von Hippel-Lindau 
PHD  Prolyl hydroxylase 





Constant oxygen and glucose supply is required to support structural and functional 
integrity of the brain. Hypoxia is a major stress stimulus for neurons, however 
susceptibility to hypoxia varies considerably depending on the severity of the 
stimulus, the affected area and the type and age of cell. While hypoxia is known to 
affect the cytoskeleton, recent evidence further suggests that cytoskeletal alterations 
could also be involved in regulation of Hif-1, the main modulator of oxygen-
dependent gene expression. At the same time evidence suggest a role for the cdk5/p35 
complex, an important regulator of the cytoskeleton, in the neuronal response to 
hypoxia. Cdk5 is a serine/threonine kinase that controls many different pathways 
through phosphorylation of a wide array of proteins. In turn, cdk5 activity is regulated 
by association with its neuronal specific activators p35 and p39 and their cleaved 
products p25 and p29 respectively. The cdk5/p35 complex is essential for cell 
survival in development. At the same time, deregulation of the cdk5/p35 complex 
contributes to the pathogenesis of neurodegenerative disorders. 
 The main focus of this study was to elucidate the early events that contribute to 
neuronal death following hypoxia and to identify variations of responses at different 
neuronal ages. In particular, we were interested in the contribution of the cytoskeleton 
and cytoskeletal-regulatory proteins in the neuronal hypoxic response. 
Our data show that hypoxia leads to a 35% increase in cell death in mature cultures as 
opposed to only a 10% increase observed in immature neurons suggesting that mature 
neurons are more susceptible to hypoxic injury. Concomitantly, hypoxia significantly 
disrupted the neuronal F-actin cytoskeleton demonstrating the response of the 
neuronal cytoskeleton to oxidative stress. Furthermore we provided evidence for a 
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role for the cdk5/p35 complex in the neuronal response. In both immature and mature 
neurons hypoxia transiently increased cdk5 and p35 mRNA levels and cdk5 activity. 
Age-dependent regulation of the cdk5/p35 complex by hypoxia was also observed 
with cleavage of p35 to p25 only in mature cells. Application of roscovitine, a 
pharmacological inhibitor of cdk5, exacerbated hypoxia-induced F-actin disruption 
suggesting a role for cdk5 in maintenance of the hypoxic cytoskeleton in both ages. 
In all neurons, increased activation of cdk5 correlated with elevated Hif-1α 
expression and binding activity, whereas cdk5 inhibition downregulated Hif-1α 
stabilization and also affected Hif-1α target gene expression. The application of 
roscovitine during extended hypoxia significantly induced death in young neurons, 
suggesting a specific role for cdk5 in modulation of neuronal survival pathways solely 
in long-term injury/insult.  
This work also aimed to study whether the astrocytic response to hypoxia differs from 
that of neurons. Astrocytes are able to maintain ATP levels and thus survive oxygen 
deprivation for long periods of time, as opposed to neurons which respond to hypoxia 
with a dramatic drop in ATP and an earlier onset of cell death. Importantly, unlike the 
immediate Hif-1α stabilisation in neurons following hypoxia, Hif-1α in astrocytes is 
stabilized only in near anoxic conditions, further indicating the resistance of 
astrocytes to oxygen deprivation.  
Taken together this work provides evidence of specific regulation of important 
pathways not only between different brain cell types but also age-dependent 
regulation. Notably this work provides evidence for the interaction of two important 




Um die strukturelle und funktionelle Integrität des Gehirns aufrechtzuerhalten, wird 
eine konstante Sauerstoff- und Glukosezufuhr benötigt. Innerhalb des zentralen 
Nervensystems variiert die Anfälligkeit gegenüber Hypoxie (Sauerstoffmangel), 
abhängig von der Stärke des Stimulus, der betroffenen Region, des Zelltyps und deren 
Alter. Hypoxie ist ein bedeutender Stressfaktor für Neuronen und beeinträchtigt unter 
anderem das Zytoskelett. Jüngste Forschungsergebnisse deuten daraufhin, dass 
Änderungen im Zytoskelett an der Regulation von Hif-1, dem wichtigsten 
Transkriptionsfaktor sauerstoffabhängiger Gene, beteiligt sind. Cdk5 ist eine 
Serin/Threonin-Kinase die mittels Phosphorylierung verschiedenster Proteine eine 
Vielzahl von Signalkaskaden kontrolliert. Die Aktivität von cdk5 wiederum wird von 
seiner Komplexbildung mit den neuronal spezifischen Aktivatoren p35 und p39 und 
deren Spaltprodukten p25 respektive p29 reguliert. Der cdk5/p35-Komplex ist 
notwendig für die Regulation des Zytoskeletts und der Überlebensfähigkeit der Zellen 
während der Entwicklung. Gleichzeitig tritt die Deregulierung des cdk5/p35-
Komplexes in verschiedenen neurodegenerativen Krankheiten auf. 
Ziel dieser Studie war, die frühen Vorgänge zu identifizieren, die zu neuronalem 
Zelltod als Folge von Sauerstoffmangel führen, sowie Variationen in der Reaktion 
von Neuronen unterschiedlichen Alters aufzuzeigen. Im Besonderen waren wir an der 
Rolle des Zytoskeletts und dessen regulatorischen Proteinen in der neuronalen 
Reaktion auf Hypoxie interessiert. 
Unsere Ergebnisse zeigen, dass Hypoxie in reifen neuronalen Zellkulturen den Zelltod 
um 35% erhöhte, in unreifen Neuronen hingegen betrug die Zunahme nur 10%. Somit 
scheinen reife Neuronen anfälliger für hypoxische Schäden zu sein. Gleichzeitig 
beschädigte Hypoxie signifikant das neuronale Zytoskelett von F-Aktin  und 
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bestätigte so den Einfluss von oxidativem Stress auf das Zytoskelett der Neuronen. 
Zusätzlich scheint der ckd5/p35-Komplex eine Rolle in der neuronalen Reaktion auf 
Hypoxie zu spielen. Sowohl in unreifen wie auch in reifen Neuronen führts Hypoxie 
zu vorübergehend erhöhter ckd5 und p35 mRNA Expression sowie gesteigerter cdk5 
Aktivität. Wir beobachteten auch eine altersabhängige Regulation des cdk5/p35-
Komplexes durch Hypoxie; das Spaltprodukt von p35, p25, allerdings trat nur in 
reifen Neuronen auf. Die Anwendung von Roscovitine, einem pharmakologischen 
cdk5-Hemmer, verstärkte die durch Hypoxie verursachten Schäden an F-Aktin, was 
darauf hindeutet, dass cdk5 zur Aufrechterhaltung des hypoxischen Zytoskeletts 
beiträgt, unabhängig vom Alter der Zellen. 
In allen Neuronen korrelierte die gesteigerte Aktivität von cdk5 mit erhöhter Hif-1α 
Expression und Bindungsaktivität. Die Hemmung von cdk5 hingegen verminderte 
wesentlich die Stabilisierung von Hif-1α und beeinträchtigte ebenso die Expression 
der Hif-1α-regulierten Gene. Wir folgern daraus, dass die cdk5-Signalkaskaden an 
der Aktivierung der Reaktion auf Hypoxie beteiligt sind. Die Anwendung von 
Roscovitine über längeren Perioden von Hypoxie führte zum Zelltod junger 
Neuronen, was auf eine spezifische Rolle von cdk5 in der Regulierung von 
neuronalen Überlebenssignalwegen während Langzeitstress hinweist. 
Ziel dieser Studie war des Weiteren, zu untersuchen, ob sich die Reaktion von 
Astrozyten auf Hypoxie von derjenigen von Neuronen unterscheidet. Astrozyten 
konnten ihre ATP-Werte beibehalten und überlebten somit längere Zeit ohne 
Sauerstoffzufuhr, während hingegen in Neuronen die ATP-Werte dramatisch 
zurückgingen und der Zelltod eintraf. Bemerkenswerterweise führte Hypoxie nur in 
Kombination mit Glukosemangel bei Astrozyten zum Zelltod, während sie indes 
alleine keinen signifikanten Einfluss auf das Überleben der Zellen hatte. Somit 
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stabilisieren Astrozyten Hif-1α nur unter nahezu anoxischen Bedingungen kombiniert 
mit erhöhtem Zelltod, Neuronen andererseits reagieren mit sofortiger Hif-1α 
Stabilisierung auf Sauerstoffmangel. Kurz, Astrozyten zeigen sich resistent gegenüber 
Sauerstoffmangel.  
Zusammenfassend zeigt diese Studie Beispiele von spezifischer Regulation wichtiger 
Signalkaskaden in Funktion des Typs sowie des Alters der involvierten Zellen. Des 
Weiteren sprechen unsere Ergebnisse für eine Verbindung zwischen der Hif-Hypoxie-




   HYPOXIA 
Oxygen (O2) is essential for life. In mammals, fine-tuned respiratory and 
cardiovascular systems have evolved and contribute to appropriate cellular and tissue 
distribution of O2. In turn O2 serves as the terminal electron acceptor during 
mitochondrial oxidative phosphorylation, the main biochemical reaction for 
generating energy in the form of ATP. Insufficient oxygen supply results to a switch 
from aerobic to anaerobic metabolism, which can be employed by organisms for short 
periods of time. Nevertheless the tolerance to changes in O2 levels varies considerably 
depending on the species (2).   
Hypoxia is defined as a condition in which oxygen availability/delivery to the tissue is 
below physiological levels (3). Reduced oxygen availability (hypoxia) occurs in many 
physiological situations including embryonic development, adaptation to high 
altitude, as well as pathophysiology of cancer, stroke, and neurodegenerative 
disorders, such as Alzheimer’s disease  (4, 5, 6, 7). Higher organisms have recruited a 
number of adaptive mechanisms in order to ensure efficient supply of oxygen upon 
demand.  A number of studies on mountain climbers have reported acclimatization to 
high altitude and thus hypoxia, by a number of processes that include: i) progressive 
increase in ventilation, ii) adaptations in the cardiovascular system (i.e. increase of 
vascular density in heart and brain) that ensure enhanced oxygen delivery to tissues, 
and iii) alterations at the cellular level for a more efficient utilization of available 
oxygen (8),(9),(10). However, a lot is still to be revealed about the molecular 
pathways that are involved in the organism’s response to low oxygen levels. 
Understanding the impact of hypoxia is both physiologically relevant to elucidate the 
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adaptive mechanisms in response to high altitude, as well as clinically relevant 
towards our understanding of the pathophysiology of many diseases.  
 
4.1.1 Hif-1 as a mediator of the hypoxic response 
The identification of the transcription factor, hypoxia-inducible factor-1 (Hif-1) in 
1995 by Wang and Semenza (11) was a hallmark in our understanding of oxygen 
physiology. Nowadays it is widely accepted that at the molecular level, sensing and 
responding to hypoxia involves the stabilisation of Hif-1. The importance of Hif-1 in 
regulating hypoxic responses is further underlined by the fact that it is highly 
conserved throughout evolution ranging from Drosophila to humans (12). 
The Hif complex is a heterodimer composed of a constitutively expressed Hif-
β subunit (also known as aryl hydrocarbon receptor nuclear translocation, ARNT) and 
a Hif-α oxygen regulated subunit (13-16). Both Hif-α and Hif-β exist as isoforms 
(Hif-1α, Hif-2α, Hif-3α and ARNT, ARNT2 and ARNT3 respectively). Regulation 
of Hif-α activity occurs at different levels that include mRNA expression, protein 
stability, nuclear translocation and activity, all being influenced by alterations in 
oxygen levels. At the molecular level, Hif-α protein stability is largely regulated by 
hydroxylation of proline residues within the Hif-α sequence. It is now known that 
hydroxylation involves a family of prolyl hydroxylases, namely PHD1, PHD2, and 
PHD3 (reviewed (17-21). Hydroxylation promotes the binding of von Hippel-Lindau 
(VHL) tumour suppressor protein to Hif-α targeting the latter to proteosomal 
degradation. However, upon hypoxia PHD activity decreases thus allowing the rapid 
accumulation of Hif-α. Stabilised Hif-1α translocates in the nucleus and dimerises 
with Hif-β  ultimately enhancing transcriptional activity of its target genes by binding 
to the hypoxia response element (HRE). A number of other proteins have been shown 
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 Table 1. Hif-1 interacting proteins involved in regulation of Hif-1 stabilization and/or activity. Regulation is         
achieved by modifications such as hydroxylation, ubiquitination, acetylation, and/or phosphorylation.        
                                   
It is well established that activation of the Hif transcription system is the result of 
alterations in oxygen levels, and serves as an adaptation mechanism to maintain 
oxygen homeostasis. To date, more than 100 Hif-1 target genes have been identified, 
and the list is expanding. As shown in Table 2, the functions of many of these genes 
are described in the literature and are involved in important processes such as oxygen 
supply, cellular metabolism, and cell growth and apoptosis (22). Amongst others, the 
vascular endothelial growth factor (VEGF), erythropoietin (Epo) and glucose-
transporter 1 (GLUT1) are well characterised Hif-target genes and of particular 
interest in this study, since they are involved in proliferation, cell survival, and energy 
metabolism.  
 
Hif-1 interacting Proteins 
  
Protein modification and stability    
                                                    
PHD1/PHD2/PHD3                          Prolyl hydroxylation 
VHL                                                   
                                                           
Ubiquitination 
FIH Asparaginyl hydroxylation 
HSP90/HSP70                                   Folding/stability 
P53     Protein stability 
Mdm2 Protein stability 
SUMO-1                                             Protein stability/transcriptional activity 
P42/p44ERK                                      Phosphorylation 
GSK3   Phosphorylation         
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Hif regulated  Gene 
 
         Function 
 
       Reference 
                                          Increased  oxygen supply 
Erythropoietin (Epo) Erythropoiesis (23) 
Endothelin Vessel diameter (24) 
Globin-2 Oxygen transport (25) 
Flt-1/VEGF-R1 Angiogenesis (26) 
Flk-1/VEGF-R2 Angiogenesis (27) 
eNOS Vessel diameter (28) 
Heme-oxygenase Vessel diameter (29) 
VEGF  Angiogenesis (26) 
Cellular Metabolism 
Aldolase Glycolysis (30) 
GLUT1 Glucose uptake (31) 
GLUT3 Glucose uptake (32) 
Lactate dehydrogenase Glycolysis (30) 
Cell Growth and Apoptosis 
BNIP3  Pro-apoptotic (33) 
NIP-3  Pro-apoptotic (34) 
TGF-β3 Placenta development (35) 
 
 Table 2. Selected Hif-1 target genes. 
 
Numerous studies have provided evidence for the fundamental role of Hif both in 
development but also in the adult system. Embryonic lethality at gestational day 10 
(E10) with severe defects in blood vessel and heart development has been reported in 
 14 
mice lacking the Hif-1 functional gene (30, 31). Several additional studies have 
confirmed the pro-survival role of Hif in chronic hypoxic conditions. However under 
certain circumstances Hif-1 can also act as a pro-death signal.  The first evidence 
came from studies on cancer cells and the pro-apoptotic tumour suppressor p53 (36) 
that showed that hypoxia in tumours induces Hif-1α, which in turn stabilises p53 
thereby leading to apoptotic death. Since then similar mechanisms have been 
described to be employed by neurons in models of ischemic injury (37).   
To date scientists agree that Hif-1 function as a pro-survival or pro-death signal  is  
dependent on the type of cell, the degree and duration of hypoxia, as well as the 
relative levels of Hif-1 present in the cell (Fig.1 ).  
 






Fig. 1. Partial oxygen pressure (PO2) and Hif-1α are crucial factors in determining the role of Hif in 
increasing cell survival or inducing cell death. In response to a decrease in oxygen availability, cells 
react with Hif-1α induction which can function as a pro-survival or pro-death signal depending on the 














"From the brain and the brain alone arise our pleasures, joys, laughter and jests, as well as our sorrows, 
pains and grief" Hippocrates 
 
The human brain constitutes only 2% percent of our body weight, yet, it has been 
estimated that proper brain function involves energy consuming processes that 
account for approximately 25% of total body glucose utilization (38). The three major 
cell types of the brain are: 1) neurons, 2) astrocytes and 3) oligodendrocytes. A brief 
introduction on neurons and astrocytes, the cell types under investigation in this study 
will follow.  
 
4.2.1 The neuron 
The neuron is the basic working unit of the brain. This highly specialised cell is 
composed of a cell body (soma) containing the nucleus and cytoplasm and the axon, 
an electrically excitable output fiber (Fig.2) as well as dendrites that extend from the 




















Fig.2. Schematic representation of a neuron composed of a neuronal soma, the axon and several 
dendrites. Electrical signals travel along the axon and when reaching the synapse they trigger the 
release of neurotransmitters. The latter bind to receptors on the surfaces of adjacent neurons, hence 
ensuring neuronal communication. (Figure taken from www.sfn.org: Brain Facts). 
 
Neuronal signals are transmitted in the form of a nerve impulse along the axon, and 
involve the opening and closing of ion channels. ATP-driven ion pumps, involved in 
reverse ion fluxes associated with action potentials and excitatory postsynaptic 
currents represent a major energy drain for the brain. Information is subsequently 
transmitted from one cell to the other by release of substances that are known as 
neurotransmitters. 10-70% of the total energy consumption in the brain is required to 
support neurotransmission (39). Maintenance of functional connections and regulation 
of neural activity is essential throughout life to ascertain normal brain functioning. 
Prolonged periods of increased neuronal activity are linked to brain dysfunction and 
can often lead to neuronal death.  It thus follows that disturbances in oxygen levels 
and thus in energy metabolism can have deleterious effects in brain function. 
  
 






4.2.2 The astrocyte 
 Astrocytes are characteristic star shaped cells with their many processes spanning 
around neurons (Fig.3). During development, astrocytes derive from radial glial cells 
which serve as scaffolds for neuronal migration thus contributing to defining the CNS 
cytoarchitecture. As the CNS matures, radial glial cells serve as progenitors of 
astrocytes which in adulthood enseath neurons and vessels of the CNS (40). The ratio 
of astrocytes to neurons increases dramatically with brain complexity, ranging from a 
1:3 ratio in the cortex of lower mammals, to 10:1 in the human cortex (41). It is 
suggested that the evolution of sophisticated neuronal networks required greater 
degree of local control, which in the human brain involves the astrocytes. Thus, 
although astrocytes were initially thought to be only involved in structuring the brain 
they are now considered to play an active role. To date there is strong evidence for the 
role of astrocytes in modulating neuronal function. A study by Pfrieger et al., (42), 
reported that neurons co-cultured with astrocytes develop more synapses compared 
with neurons growing in the absence of asrocytes. Subsequent studies revealed that in 
the adult rat hippocampus astrocytes might be involved in neurogenesis (43). 
Additionally astrocytes were shown to be involved in modulation of neuronal activity.  
Following neural activity-induced increases in extracellular K+ levels, astrocytes 
contribute to K+ homeostasis by either redistributing or transiently sequestering K+  
(44).
 
In a similar manner, astrocytes participate in glutamate synthesis and removal, 
thus indicating an important role for these cells in the modulation of excitatory 
synapses (45).   
Notably, functions of astrocytes are not restricted to neuronal regulation. It is widely 
recognised that astrocytes contribute to the formation of the blood-brain barrier via 
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induction of endothelial tight junction formation (46). This is made possible by the 
close interaction of endothelial cells with the astrocytic end feet processes. The 
position of astrocytes in the brain, and their close contacts with both endothelial and 
neuronal cells (Fig.3), have prompted scientists to postulate that these cells act as 
messengers between neurons and vascular cells during normal brain function and 










Fig.3 Schematic representation of an astrocyte, and its contacts with both neurons and the capillaries. 
The astrocytic end feet processes of the astrocytes make contacts with both neurons but also endothelial 
cells in the brain (Figure taken from www.aboutmind.com).  
 
4.3  BRAIN AND DISEASE 
Understanding how neurons are born, develop and organise themselves into 
functional and effective systems, is a major challenge for neuroscientists but is 
essential for understanding how the brain responds to external influences or injury. 
Impairment of neuronal function leads to various neurological disorders. Mortality as 
a result of neurological disorders constitutes 12% of total death globally (Table 3), 
while nervous system diseases lead to more hospitalisations that any other disease 
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group including heart disease and cancer, urging researchers to find ways for 
preventing or curing many devastating brain disorders (www.sfn.org).  
Hypoxia is implicated in the pathogenesis of many central nervous system disorders.  
Hypoxia and ischemia are common forms of injury during the perinatal period (47). 
Injury due to hypoxia can occur in premature infants as well as infants at term as a 
result of pulmonary insufficiency, or birth asphyxia respectively (48). At the same 
time alterations in oxygen delivery to the tissue characterise head trauma, stroke, 
brain tumours, and a number of neurodegenenarative disorders such as Alzheimer’s 
disease. 









Table 3. Common diseases of the CNS and % of death attributed to them globally.  (Table from: 
www.who.int/entity/mental_health/neurology/neurological_disorders_report_web.pdf). 
 
4.3.1 The hypoxic brain 
Functional integrity of the brain depends on constant oxygen and glucose supply. To 
combat metabolic changes and toxicity and to ensure maintenance of oxygen 
homeostasis, several short-term and long-term adaptive mechanisms have evolved.  
Short-term responses include: i) cerebral autoregulation, a process which describes a 
local increase in blood flow as a result of regional imbalances in oxygen levels, and 
thus of increased neuronal activity, and ii) reversible inhibition of translation resulting 
in shutting down non-vital energy consuming mechanisms (2).  
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Concomitantly, hypoxia leads to the activation of the Hif system, which also in the 
brain is responsible for the activation of genes that reduce oxygen consumption and 
increase oxygen delivery to the injured region. In the adult rat, basal Hif-1α and Hif-
1β mRNA expression is detected in most brain regions (49-51), whereas low levels of 
Hif-1α protein expression is mainly present in hippocampal and cortical neurons (52). 
Hypoxia dramatically upregulates Hif-1α expression in all brain cells including 
neurons, astrocytes and endothelial cells (53, 158, 54). Hif-1α accumulation occurs 
rapidly in rats exposed to hypoxia (10%O2) and remains upregulated for 14 days. 
Notably, protein levels begin to decrease by 21 days (51, 53,157). 
A recent study by Curristin et al., (55) using a rodent model of postnatal hypoxia shed 
light on the processes that are vulnerable in the hypoxic developing brain. A diagram 
of the most important changes reported in this study is illustrated in Fig. 4. In 
summary, the most dramatic changes involved genes required in the formation and 
stabilisation of mature and functional synapses. Interestingly, cytoskeletal proteins 
required for structuring neuritic processes were also largely reduced (for a more 
detailed description of the role of the cytoskeleton in neuronal responses see Section 
4.4). Another set of genes that were greatly upregulated, were Hif target genes, and in 
particular VEGF with a known role in neuronal differentiation (52, 56).  






















Fig.4. Hypoxia in the postnatal rodent brain leads to alterations in genes involved in maturation of 
synaptic transmission. Interestingly expression of genes involved in presynaptic function was 
exaggerated by hypoxia (red), while genes regulating postsynaptic function were largely decreased.  A 
marked downregulation of cytoskeletal proteins was also observed. At the same time Hif-1α and Hif 
target genes were upregulated. (Figure taken from (55). 
 
4.3.2 Age-dependent susceptibility to hypoxic/ischemic injury. 
A great deal of experimental work shows that the immature brain is more resistant to 
hypoxia than the mature brain.  This is reflected by evidence that acute hypoxia will 
very rarely damage the fetal or neonatal brain unless it is superimposed with ischemia 
(57, 58). The influence of age on hypoxic/ischemic brain injury is further supported 
by a number of studies which showed enhanced vulnerability of adult rats to 
hypoxia/anoxia in comparison to their younger counterparts (59, 60, 141, 61, 62).  
Although it is believed that all individuals have an inherent capacity for functional 
recovery, it is certain that the young brain is able to recover better than the adult 
mature one, a characteristic which is attributed to enhanced plasticity of the young 
brain (63, 64). A recent study by Yager et al., (63) based on behavioural tests, 
reported a greater degree and more rapid recovery of immature animals (10-day-old) 
than their mature counterparts following ischemic brain injury. The molecular 
mechanisms responsible for such differences are far from understood however it is 
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suggested that enhanced neurogenesis, synapse proliferation and activity-induced 
increase in synaptic connections are all mechanisms associated with increased 
survival and repair after injury (65, 66). 
Elucidating the molecular pathways linked to increased resistance of the developing 
brain is crucial to our understanding of brain injury. However, care should be taken 
since several studies have reported that the immature brain is differentially regulated 
by various insults compared with the adult, due to the involvement of age-dependent 
molecular pathways. For example the differential roles of NMDA receptors in the 
immature brain as opposed to the adult one is worth mentioning since it underlines the 
importance of careful validation of therapeutical strategies for patients of different 
ages. In the developing brain, NMDA receptors have unique characteristics that allow 
them to open more easily and block less frequently than the mature ones, hence 
contributing to the increased brain plasticity observed during development. At the 
same time however, following a severe hypoxic/ischemic insult the neurons of the 
developing brain might be at a higher risk (67, 68). It was thus initially thought that 
drugs against the NMDA receptors would improve outcome following 
ischemic/hypoxic injury in the developing brain. However it is now known that drugs 
which block NMDA receptors following injury trigger widespread apoptosis in the 
developing brain, while at the same time are therapeutical in the adult one (69). These 
data indicate that developmentally regulated factors can indeed underlie age-specific 






4.3.3  Stroke 
As already mentioned hypoxia is an important pathological component of many 
disorders including stroke. It is additionally known that hypoxia differentially affects 
the various brain cells.  
There are two main causes of stroke: i) a sudden decrease in oxygen levels, for 
instance as a consequence of respiratory arrest or ii) disruption of blood flow to the 
brain, which is caused either due to an occlusion or rupture of a blood vessel 
(ischemic or hemorrhagic stroke respectively). Disruption of blood flow deprives the 
cells from oxygen and nutrients, thus eventually leading to cell death. A schematic 
representation of stroke is shown in Fig.5. It is now established that hypoxic/ischemic 
injury involves multiple events, including oxidative stress, mitochondrial dysfunction, 
extracellular glutamate accumulation and inflammatory processes (70). The induction 
and coordination of such events is very complex, and the impact of stroke on the brain 
not only depends on the cell type, but also the age of the patient (as already described 









Fig.5. Schematic representation of stroke. Disruption of blood flow deprives cells from oxygen and 
nutrients. At the same time, free radicals are released that cause damage to endothelial cells and 
neurons and eventually lead to cell death. (Figure taken from: www.sfn.org BrainFacts). 
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Following an ischemic insult, neurons are the first brain cells to be affected. The 
neuronal response to hypoxic/ischemic injury results in overstimulation of the 
glutamate receptors namely NMDA and AMPA. More specifically, energy 
deprivation leads to an excessive release of glutamate, leading to hyper-activation of 
its receptors, accumulation of intracellular Ca2+ and ultimately neuronal death (71, 
72).  
The differential vulnerability of neurons as a result of age has been established and a 
number of hypotheses have been proposed. Kass et al., (73) suggested that immature 
neurons have greater intracellular ATP stores, which allow them to withstand longer 
periods of energy deprivation. Other reports indicated that the increased metabolic 
demands of mature neurons are partially responsible and contribute to the increased 
vulnerability of these neurons (74). More recently it was suggested that the reduced 
ability of mature neurons to reduce energy consumption accounts for the increased 
death (75). Indeed it is likely that a combination of these processes account for the 
age-dependent neuronal vulnerability to ischemic insults. 
 Neurons in different brain regions have characteristics that render them differentially 
vulnerable to an ischemic insult. In the preterm neonatal brain, the periventricular 
white region is the most vulnerable region (76) as opposed to the term brain where 
basal ganglia are known to be the most susceptible (77).  Additionally, hippocampal 
neurons start dying already after 5 min of global brain ischemia (78) while cortical 
neurons are more resistant, death being observed after 15-20 min . The mechanisms of 
selective vulnerability in the face of a global insult are not understood, but several in 
vitro studies have provided important information. A study by Jiang et al., (79) 
suggested that insufficient antioxidant defences in combination to excessive pro-
oxidant production might account for the higher vulnerability of immature 
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hippocampal neurons to oxygen-glucose deprivation in vitro.  Several other studies 
have indicated that regional differences in repair capacity (80) and regulation of genes 
controlling apoptosis (81) might also account for differential vulnerability. 
On the other hand, astrocytes are far more resistant to hypoxic/ischemic injury, a 
phenomenon that has been linked to their greater anti-oxidant capacity. In vitro 
studies have revealed that glutathione, a major intracellular anti-oxidant, is present in 
higher amounts in astrocytes compared to neurons (72). It should however be noted 
that vulnerability of astrocytes also depends on the brain region. For example rat 
hippocampal astrocytes are more vulnerable to oxygen-glucose deprivation than 
cortical ones, similar to data from neurons (81). 
Furthermore, astrocytes support neuronal function and survival through their ability to 
take up glutamate and release trophic factors (82-84). For instance, it has been shown 
that Epo and VEGF protein secretion in the media of hypoxic astrocytes is far more 
robust compared with neurons, a response which is thought to serve as a trophic 
support for the latter (85). However, at the same time astrocytes contribute to brain 
damage, by retracting their end feet from vessels thus increasing permeability of the 
blood brain barrier, as well as by proliferation giving rise to a glial scar (86, 87). 
The fact that astrocytes are extremely resistant to hypoxia, together with their 
important role in supporting neuronal survival renders them particularly interesting in 
the filed of stroke. Understanding the molecular mechanisms that are employed by 
these cells and render them more resistant to other brain cells can provide important 





4.3.4  Alzheimer’s disease and Hypoxia 
Hypoxia is implicated in the pathogenesis of a number of neurodegenerative disorders 
such as Alzheimer’s and amyotrophic lateral sclerosis (AMS) (4, 88). These 
neurodegenerative disorders are characterised by accumulation of potentially toxic 
proteins. It is thought that proteins which are present in the organism throughout life-
time become neurotoxic as a result of environmental stimuli. Amongst others hypoxia 
is suggested as a causative agent contributing to neurodegeneration (89, 90). 
The prevalence of Alzheimer’s disease is directly related to age and represents a huge 
healthcare issue for the society. Approximately 90,000 people in Switzerland suffer 
from Alzheimer’s, and the number is expected to rise further in the next 20 years. 
Currently the cost of care for patients with Alzheimer’s around the world is 
approximately $150 billion annually. Alzheimer’s patients show severe memory and 
cognitive function impairment, which is believed to be the outcome of disrupted 
neuronal circuits and severe neuronal loss. Fig.6. indicates the great loss in neuronal 
activity in the brain of an Alzheimer patient.  
 
 Fig.6. Positron emission tomography scans show differences in brain activity between a brain of a         
healthy individual and a brain of an Alzheimer patient. Blue and black zones indicate inactive areas. 
(Figure taken from www.ipa-online-org) 
 
          Normal                                   Alzheimer 
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The neuronal cytoskeleton has a key role in the pathogenesis of Alzheimer’s. The 
pathological hallmarks of Alzheimer’s disease are large extracellular plaques 
composed of β−amyloid (Aβ) and intraneuronal neurofibrillary tangles (NFTs) 
composed of abnormally hyperphosphorylated forms of the microtubule-associated 
protein tau. The accumulation of plaques and tangles as the disease progresses leads 
to extensive neuronal and synaptic loss. According to the amyloid hypothesis, 
progressive accumulation of Aβ in the brain initiates a cascade of events that includes 
oxidative injury, metabolic alterations and initiation of signaling pathways that will 
eventually lead to the breakdown of the cytoskeleton and cell death. Injection of Aβ 
into the brain of mice expressing a mutant form of human tau, leads to accelerated 
NFT formation (91). Additionally, in cultured primary neurons, application of 
Aβ peptides leads to increased tau phosphorylation and cell death (92). A number of 
proteins have been shown to be involved in tau hyperphosphorylation. Amongst them 
the protein kinases cyclin-dependent kinase 5 (cdk5) and glycogen synthase kinase 3 
(GSK3) are key regulators of these processes (93, 94). Cdk5 is of particular interest in 
this study, since its activity is downregulated with neuronal age, but at the same time 
it increases in certain disease situations, such as ischemia and Alzheimer’s (see 
section 4.5). Deregulation of cdk5 by Aβ in vitro induces an increase in tau 
phosphorylation (95, 96). In addition, increased cdk5 expression is present in neurons 
exhibiting NFT and it has been shown to physically interact and phosphorylate tau in 
vivo therefore strongly suggesting induction of cdk5 by Aβ may lead to tau 
phosphorylation (97, 98).  
 Interestingly, the presence of Aβ in the cerebrospinal fluid (CSF) of healthy 
individuals and also in the media from neuronal cultures suggests a physiological role 
for Aβ (99). It is therefore argued that Aβ becomes toxic only when the balance 
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between its production and degradation is disturbed. Although Aβ accumulation is 
most probably caused by more than one mechanism, it is thought that environments 
characterized by a decrease in energy metabolism, such as a hypoxic/ischemic 
environment, probably contribute to Alzheimer’s pathogenesis. In fact, individuals 
who have suffered severe hypoxia or ischemia are more likely to develop Alzheimer’s 
(100). Further support for this hypothesis was provided by experimental evidence 
showing that hypoxia enhances accumulation of the Aβ peptide (101). In addition an 
interesting study by De la Monte et al., (102) revealed that hypoxia leads to neuronal 
loss with neuritic sprouting, impaired mitochondrial function and reduction in 
expression of proteins that are required to maintain synaptic connections. The authors 
concluded that since similar abnormalities characterize Alzheimer’s neurons, hypoxic 
injury is likely to contribute to Alzheimer’s neurodegeneration.  
Thus, although the molecular mechanisms are far from being understood, it appears 
that exposure to hypoxia is indeed involved in and accelerates neurodegeneration. 
 
4.3.5  Hypoxic preconditioning in the brain. 
The protective effects of adaptation to hypoxia have been demonstrated with respect 
to diseases of both the cardiovascular system and the CNS. In vivo studies have 
revealed that subjecting animals to a moderate hypoxic/ischemic insult activates a 
“defence” mechanism which protects the animal against a subsequent severe insult, a 
situation known as pre-conditioning (49, 103, 104). In concomitance, exposure of 
neurons to hypoxia can be protective against a more severe insult in vitro (105-107) 
Arthur et al., 2003). It is believed that Hif pathways and in particular the Hif target 
gene EPO, which is commonly expressed in neurons and astrocytes are potential 
mediators of hypoxic preconditioning (108-110). Treatment of neurons with Epo 
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immediately prior to hypoxia protects neurons from subsequent death (111, 112). 
Similarly, Epo treatment was neuroprotective in an in vitro model of ischemia, i.e. 
oxygen/glucose deprivation (113). Interestingly, Epo treatment did not protect 
astrocytes in this model, indicating a cell specific effect.  
Notably, pre-conditioning has been proposed as an alternative therapy not only for 
stroke but also for some neurodegenerative disorders, such as Alzheimer’s disease. 
According to some scientists Alzheimer’s disease is the outcome of exhausted 
adaptive reserves in the brain and thus therapeutic strategies should aim to enhance 
those reserves and prevent deterioration of brain cells. Several lines of evidence 
suggest that adaptation to hypoxia may indeed serve this role (114). Adaptation to 
hypoxia prior to Aβ injection in rats prevented memory impairments (114). 
Additional evidence for the potential protective effects of hypoxic adaptation on 
Alzheimer’s disease come from recent experimental work showing that induction of 
Hif-1α pathways in neurons in vitro protects neurons from Aβ neurotoxicity.  Last but 
not least, Chong et al.,(115) provided evidence for a neuroprotective role of Epo 
against Aβ toxicity in hippocampal neurons in vitro. More specifically Epo treatment 
was sufficient to prevent Αβ induced apoptotic death both in early but also in later 
stages of neurodegeneration.  
 Therefore understanding the molecular mechanisms in the brain’s response to 
hypoxia is not only important for understanding disease pathogenesis but also for the 





 4.4 THE CYTOSKELETON AS A MODULATOR OF THE HYPOXIC 
RESPONSE 
The cytoskeleton is a structure composed of three classes of proteins: microtubules 
(tubulin), microfilaments (actin) and intermediate filaments. The three classes of 
cytoskeletal proteins have unique properties, which are attributed to their distribution. 
In neurons (the main focus of this study), microtubules are present throughout the cell 
and are mainly involved in intracellular transport but also in neuritic elongation. Actin 
microfilaments are most abundant in presynaptic terminals, dendritic spines and 
growth cones and play a more important role in sprouting, and axon pathfinding 
(Fundamental Neuroscience, 1999). It is worth mentioning that actin is also involved 
in proper localisation and function of vital proteins such as Na+/K+-ATPase but also 
cell adhesion proteins such as the cadherins (116, 117).  Intermediate filaments, 
known as neurofilaments, are present along the axons and their function is generally 
been considered to be structural (Fundamental Neuroscience, 1999). Naturally 
cytoskeletal proteins also work synergistically and together contribute to maintain cell 
shape, produce locomotion, provide mechanical strength and facilitate the 
intracellular transport of organelles. Such processes are critical to the proper 
development and function of an organism but also in disease state, for instance in the 
ability of a tumour cell to become metastatic and also in CNS diseases characterised 
by cytoskeletal disruption. 
As already mentioned in previous sections, communication between neurons, and 
therefore information processing, is largely accomplished between axons of 
presynaptic neurons and dendrites of postsynaptic neurons. Maintenance of axonal 
and dendritic morphology, which is largely dependent on cytoskeletal proteins, is thus 
crucial for normal neuronal function.  Understanding how the cytoskeleton is 
 31 
regulated in response to environmental cues is a major challenge. To date, a large 
number of proteins are identified that have a regulatory role in cytoskeletal dynamics. 
Of those the Rho GTPase family, which also participates in cell adhesion, migration 
and gene transcription, has received a lot of attention (118). In neurons the cdk5/p35 
complex plays a major role in coordinating cytoskeletal dynamics, most probably also 
through its interaction with members of the Rho GTPase family (119-121).  
It is now widely accepted that cytoskeletal alterations, as a result of external stimuli, 
lead to changes in protein interactions and signalling. To date we know that a number 
of disease states are characterised by cytoskeletal re-arrangements that might 
culminate in cell death. Alterations in the actin cytoskeleton have been linked with 
neurodegeneration in diseases such as Alzheimer’s (122) (and section 4.3). As 
mentioned above actin microfilaments are mainly present in neuritic dendrites and 
dynamic regulation of actin polymerisation is implicated in maintaining dendrite 
structure. It was subsequently shown that the number of dendritic spines is 
significantly decreased in Alzheimer’s neurons, indicating an active role for actin in 
disease progression (123). Additionally, actin-rich inclusions known as Hirano bodies, 
have been described in Alzheimer’s disease but also in other neurodegenerative 
disorders such as Niemann Pick’s disease (124, 125). 
The involvement of the cytoskeleton in the cellular hypoxic response has been 
reported in several studies. Hypoxic-induced disorganisation and abnormal 
distribution of F-actin has been shown in endothelial cells, vascular smooth muscle 
cells and also in neurons (126-128). Additionally, in neuronal cells, hypoxia induces 
the dissociation of actin from membrane associated proteins such as spectrin and 
ankyrin (117). Other studies have reported that anoxia leads to the breakdown of 
neurofilaments, and dephosphorylation of the microtubule-associated protein tau. 
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(129, 130). Conversely, ischemia/reperfusion in rats leads to tau 
hyperphosphorylation, as a result of aberrant cdk5 activation (131). The above 
evidence indicate an important role for the cytoskeleton in the neuronal hypoxic 
response. Recently, the role of the cytoskeleton and/or cytoskeleton regulatory 
proteins in hypoxic signalling pathways and more specifically in Hif regulation was 
documented (132, 133). Turcotte et al., (132) reported that F-actin disruption by 
cytochalasin upregulates  pVHL expression, a key protein in Hif-1 regulation in 
kidney cells (see section 4.1.1). Additional studies by the same authors showed 
regulation of Hif-1 by RhoA in renal carcinoma cells exposed to hypoxia. In Hep3B 
cells Hif-1 hypoxic regulation involves Rac1, another member of the Rho GTPase 
family (134). A more recent study by Shen et al.,(133) reported that the neurotrophin 
receptor binding protein, MAGE-D1 (melanoma-associated antigen family protein-
D1), interferes with actin cytoskeleton organisation and subsequently regulates Hif-1 
expression in HeLa cells. A major focus of this study was to understand whether 
similar mechanisms are employed by neurons following a hypoxic insult.  
 
4.5       CDK5/p35, A MODULATOR OF THE NEURONAL CYTOSKELETON. 
Cdk5 is a 33kDa protein serine/threonine kinase that belongs to the family of cyclin 
dependent kinases due to its close sequence homology to cdk2 (135, 136) (Fig. 7). 
Interestingly, cdk5 does not seem to be involved in cell cycle processes and its 
activity is not regulated by cyclins (1, 137). Instead, cdk5 activity is regulated upon 
direct binding to its activators p35 and p39 (Fig.8), and their proteolytic fragments 
p25 and p29 respectively (138-142). Neither p35 nor p39 share any detectable 
sequence similarity with the cyclins. As opposed to other cyclins, cdk5 does not 
require phosphorylation of the catalytic subunit on the activation loop for activity 
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(Morgan et al., 1997). It is shown that binding of cdk5 to its activators is sufficient to 
fully induce kinase activity (143, 144). However, phosphorylation of the residues 
Ser159 and Tyr5 can also increase cdk5 activity (119, 145).  
 
                                  







Fig. 8. Association with either p35 or p39 is sufficient to fully induce cdk5 activity (Figure taken from 
(1). Binding of either p35 or p39 induces conformational changes to cdk5, which allows the kinase to 
bind to its substrates.   
 
Although cdk5 is widely distributed in mammalian cells, its activity is restricted to the 
brain due to the localisation of its activators (146-148). In the developing brain, cdk5 
expression increases gradually to reach maximal levels in post-mitotic neurons. More 
specifically, in rodents cdk5 initially appears in young neurons at embryonic day 12 
(E12) and reaches a peak at postnatal day P7 (137). Instead, cdk5 activity reaches a 
peak at P14 after which it begins to decline (149). A recent study by Lu et al., (150) 
reported a decrease in p35 mRNA expression in aged individuals, further indicating 
downregulation of cdk5 activity with age.  
Fig.7 A dendrogram of human cyclin-dependent kinases showing the close sequence 
homology between cdk5 and other cdks (Figure taken from(1)). 
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The biological function of the cdk5/ p35 complex has been studied extensively (151-
154). In vitro, both cdk5 and p35 are detected throughout the neurites and the 
neuronal soma. However a fraction of p35 and cdk5 is also shown to localise in the 
nucleus (155-157). Nowadays, evidence has accumulated for the contribution of cdk5 
in a number of neuronal functions, including cytoskeleton regulation, axonal 
guidance, cell signalling and synaptic plasticity (121, 158-160). The substrate 
specificity of the cdk5/p35 complex requires the K(S/T)PX(K/R) motif where S or T 
(serine or threonine respectively) are the candidate residues for phosphorylation (161-
163). Initially, cdk5 was described as a neuronal cdc2-like kinase that phosphorylates 
the KSP motif of neurofilaments (NFs) (135, 164, 165). However, it is now accepted 
that the cdk5/p35 complex is fundamental in brain development through interaction 
with a variety of cytoskeletal proteins that include synapsin I and the actin filaments 
(166, 167). Interestingly there is increasing evidence for a role of the complex in the 
adult brain. For example, cdk5 activity is linked to dopamine signalling in the 
striatum (168), and also in NMDA receptor clustering in the adult mouse brain (169). 
Additionally deregulation of cdk5 activity contributes to a number of 
neurodegenerative disorders, by hyperphosphorylation of the microtubule-associated 
protein tau, and neurofilaments (170-172). Some selected examples of known cdk5 




Fig.9. Examples of some activators (blue) and effectors (black) of the cdk5/p35 and their role in the 
regulation of the neuronal cytoskeletal networks: actin, neurofilaments and microtubules. Proteins are 
categorised according to which neuronal network they are most likely to be associated. Note that the 
complex can also directly regulate cytoskeletal proteins, such as NF-H and NF-M. Images were 
obtained in our lab. 
 
 
4.5.1 Cdk5 in neuronal death and survival 
It is believed that cdk5 can act as a pro-survival or pro-death protein depending on the 
type and duration of the stimulus, as well as on the age and type of the neuron (152, 
173, 174). Cdk5-deficient mice die before or just after birth with severe defects in the 
cortex and other compartments of the central nervous system while p35-deficient 
mice, although viable and fertile, display seizures and sporadic lethality. 
Immunohistochemical analysis of these mice brains reveals that the lamination pattern 
of the cerebral cortex is disrupted, underlying the role of cdk5 in neuronal migration 
(175, 176). The role of cdk5 in regulating developmental neuronal pathways is further 
highlighted by the fact that neuronal apoptotic death induced by UV radiation is 
enhanced in the absence of cdk5. More specifically, Li et al (177) showed that cdk5 
attenuates activation of c-Jun N terminal kinase 3 (JNK3) following UV radiation by 
directly phosphorylating JNK3 and thereby increasing survival. Generally it is 










believed that under neurotoxic conditions, proteolytic cleavage of p35 by calpain 
results in the generation of a more stable fragment, p25, which leads to cdk5 
mislocalisation, and deregulation of its activity (178-180). In neurodegenerative 
disorders, deregulation of cdk5 activity is linked to disruption of the cytoskeleton and 
eventually neuronal death (181, 182). In vitro studies reveal that introduction of p25 
in primary neurons leads to neurite retraction, microtubule collapse and apoptosis 
(181). It is thus thought that cdk5 translocation as a result of p25 production, allows 
the kinase to interact with alternative substrates and contribute to apoptosis. More 
specifically the cdk5/p25 complex is shown to directly phosphorylate tau in vitro and 
contribute to neurodegeneration (183), while p35/cdk5 does not (181). 
It was initially believed that cdk5 requires p35 to exert its pro-survival functions, 
while binding to p25 renders it pro-apoptotic. Recent evidence however seems to 
contradict this hypothesis, and suggest that p25 production is not detrimental per se, 
but can contribute to neuronal death only when chronically present. For instance, 
Fischer et al., (160) reported that transient p25 expression facilitated hippocampus-
dependent memory in mice, while prolonged p25 expression on the other hand was 
tightly associated with cognitive deficits and neuronal death. 
It appears that cdk5 regulation is complex with distinct functions depending on the 
stimulus and also on the age of the cell. The elucidation of additional signalling 
pathways and thus of novel molecular players that interact with cdk5 is crucial in 
order to fully understand the different functions of this kinase and was addressed in 





4.5.2  Cdk5 in hypoxic/ischemic injury 
The first evidence for a role of cdk5 in ischemic injury came by Green et al.,(184). 
Using a rat model of complete ischemia the authors reported a transient increase in 
cdk5 activity in the brain. Additionally, increased p35 levels and cdk5 activity have 
been reported in neurons after middle cerebral artery occlusion (185) but also in 
human stroke tissue (186) implicating the cdk5/p35 complex in  the neuronal response 
to ischemic injury. Notably, inhibition of cdk5 activity attenuated infarct size in 
models of brain ischemia (187), (188), and dominant negative cdk5 expression 
protects against damage in a model of focal stroke in vivo (189). Although the exact 
mechanisms by which cdk5 facilitates neuronal death are not fully understood there 
are data suggesting that cdk5 can phosphorylate and thus directly modulate 
transcription factors involved in neuronal survival/death pathways. For instance, 
deregulated cdk5 can phosphorylate and inhibit the protective effects of myocyte-
enhancing factor 2 (MEF2) that is induced by excitotoxicity (190) Cdk5 also 
phosphorylates and thus increases the activity of p53, a pro-apoptotic transcription 
factor (191). Interestingly, in neurons oxygen deprivation and more specifically Hif-1 
is an inducer of p53 (37), however a link between cdk5 and these molecules as a 
result of hypoxic injury is not yet identified. 
Conversely, cdk5 might be vital in recovery or protection from neuronal injury. For 
instance, cdk5 activity is vital for the neuroprotective effects of aspirin against rat 
spinal cord hypoxia/reoxygenation injury in vitro (192). Also prenatal hypoxia in rats 
results in delayed neuronal migration and downregulation of cdk5 (193). Although the 
data are not conclusive, the authors suggested that cdk5, being an important player in 
neuronal migration, might be responsible for the observed hypoxic-induced changes. 
Interestingly O’Hare et al., (194) reported that cytoplasmic cdk5 is neuroprotective in 
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models of excitotoxicity and DNA damage in vitro, whereas nuclear cdk5 is harmful 
and attributes to neuronal excitotoxic death.  
The above evidence indicate a role for the cdk/p35 complex in ischemic injury, 
however little is known about the role of the complex in oxygen deprivation alone, a 






5 CHARACTERISATION OF CELLULAR AND MOLECULAR 
MECHANISMS IMPLICATED IN NEURONAL RESPONSE TO HYPOXIA 
 
5.1 Objectives 
Structural and functional integrity of the brain requires proper neuronal function and 
viability, which in turn rely on a constant oxygen and glucose supply. Disruption or 
alterations in oxygen availability can therefore be life threatening and may lead to 
irreversible brain damage. Hypoxia characterises a number of physiological events 
such as exercise and high altitude exposure as well as contributing to disorders of the 
CNS such as stroke, head trauma and neurodegenerative disorders. Therefore 
adaptation to hypoxia is essential for life and involves complex mechanisms of 
sensing and responding at the systemic, local, cellular and molecular level. 
At the cellular level, disruption of the actin cytoskeleton is a hallmark of the hypoxic 
response (195). Nowadays the importance of the cytoskeleton has been reviewed 
(196) and it is believed to play an active role in signal transduction, upon a stressful 
stimulus. Cytoskeletal alterations as a result of hypoxia not only affect the cellular 
morphology but also lead to changes in protein interactions ultimately affecting 
survival. At the same time, at the molecular level, sensing and responding to hypoxia 
involves stabilisation of Hif-1 and consequently transcription of a number of gene 
products that are involved in cellular metabolism (5, 11, 197). Although the molecular 
mechanisms involved in Hif-1 regulation have been extensively studied, recent 
reports point to the involvement of the cytoskeleton and/or cytoskeleton regulatory 
proteins in Hif-1 regulation.  A large number of proteins with a role in regulating the 
neuronal cytoskeleton have been identified (198), amongst them the cdk5/p35 
complex (119). The important role of this complex in neuronal survival in several 
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excitotoxic models renders it a possible candidate as a regulator of the neuronal 
hypoxic response.   
The aim of this work was to expand our basic understanding of neuronal responses to 
hypoxia by elucidating novel molecular mediators. In particular we were interested in 
understanding the involvement of the F-actin cytoskeleton and cytoskeletal-regulating 
proteins in neuronal hypoxic responses. We hypothesised that the cdk5/p35 complex, 
a key regulator of the neuronal cytoskeleton (see section 4.5), is modulated by 
alterations in oxygen level, and in its turn is involved in hypoxic regulation of the F-
actin cytoskeleton. Additionally, we sought to understand how hypoxic-induced 
cytoskeletal alterations might affect signal transduction and eventually neuronal 
survival. Based on literature evidence for the role of the actin cytoskeleton in Hif-1 
regulation (see section 4.4), this study focused on the possible involvement of the 
p35/cdk5 complex as part of a molecular mechanism contributing to the regulation of 
Hif-1 signalling pathways in hypoxia.  
  
5.2 Own Research 
5.2.1  Hypoxic modulation of the cdk5/p35 complex 
A number of reasons led us to hypothesise that the cdk5/p35 complex is modulated by 
hypoxia. In Drosophila, anoxia up regulates the expression of p35 (199). 
Additionally, a study by Green et al., (184) reported a transient increase in cdk5 
activity in a model of irreversible brain ischemia in the rat. Since then a number of 
studies have shown modulation of the cdk5/p35 complex by excitotoxicity (181, 194, 
200, 201). 
In order to understand the role of the cdk5/p35 complex in the neuronal hypoxic 
response, we used an in vitro model of primary neurons isolated from mouse 
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embryonic brain (embryonic day E14).  Neurons were cultured for 6 days (6DIV) and 
were exposed to 1%O2 for different periods of time. We showed that following 
hypoxia both cdk5 and p35 mRNA levels are transiently increased. In concomitance, 
cdk5 activity was transiently increased and paralleled the increase in p35 protein 
levels. Notably, both p35 protein levels and cdk5 activity fell to below normoxic 
levels by 24h, coinciding with a dramatic decrease in ATP levels and a significant 
increase in neuronal death. Additionally, immunocytochemical analysis revealed that 
cdk5 localisation is also affected by hypoxia, with a clear translocation of the protein 
to the neuronal soma. Our results, together with some recent scientific evidence 
showing interaction of cdk5 with transcription factors (190) suggest that under certain 
conditions the kinase is translocated and can interact with alternative targets. 
Although hypoxia did not affect p35 localisation, we observed a change in the 
electrophoretic mobility of the protein upon hypoxic exposure. 
Altogether, our results clearly and for the first time show that oxygen deprivation 
alone regulates the cdk5/p35 complex in vitro and indicated a role for the complex in 
the neuronal hypoxic response. 
 
5.2.2 Cdk5 modulates the F-actin cytoskeleton during hypoxia. 
Disruption of the F-actin cytoskeleton as a result of cellular responses to hypoxia has 
been documented in a number of studies (see section 4.4). It is believed that reduced 
oxygen levels lead to changes in the neuronal shape, which are partially attributable to 
depolymerisation of actin filaments. In neurons, in addition to the Rho GTPase 
family, the cdk5/p35 complex has an established role in the modulation of the 
cytoskeleton. Thus we hypothesized that hypoxia can cause F-actin re-arrangements 
that are regulated by the cdk5/p35 complex. To test our hypothesis, primary neurons 
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were pretreated with the ckd5 inhibitor roscovitine and were exposed to hypoxia for 
2h, 4h and 6h. Consequently, changes in the F-actin cytoskeleton were observed by 
immunocytochemistry and compared to normoxic and hypoxic controls. 
Results show that hypoxia effected F-actin organization, reflected by retraction of the 
F-actin filaments, in a time dependent manner. Thus, in neurons, similar to other cells, 
disruption of the F-actin cytoskeleton is an early event in response to hypoxic injury. 
Cdk5 inhibition by its pharmacological inhibitor roscovitine also resulted in an earlier 
disruption of the F-actin cytoskeleton upon hypoxia but not in normoxic. Thus cdk5 
participates in modulation of the neuronal hypoxic response by maintaining the F-
actin cytoskeleton.  
 
5.2.3 Cdk5 modulates Hif-1α signalling pathways and neuronal survival in chronic 
hypoxia. 
The neuronal hypoxic response is regulated to a large extent by the transcription 
factor Hif-1 (202, 203), which in its turn is regulated by variety of proteins 
contributing to its stabilization and activation (see section 4.1.1, Table 1). A number 
of recent studies have reported the involvement of proteins that regulate the 
cytoskeleton in Hif-1 regulation (132, 133).  We have shown that cdk5 is involved in 
modulating Hif-1α hypoxic induction. Our hypothesis and observations are supported 
by previous reports where it has been shown that serine/threonine inhibitors can 
significantly inhibit Hif-1 hypoxic induction (204).   
Indeed hypoxia induces Hif-1 expression, which in turn correlated with elevated cdk5 
activity. Notably, cdk5 inhibition attenuated accumulation of Hif-1 during hypoxia, 
with a dramatic down regulation observed after 24h. As expected, hypoxia also led to 
a significant up regulation of neuronal levels of the Hif target genes, Epo and VEGF.  
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Interestingly, roscovitine application did not significantly affect VEGF mRNA levels 
but led to a dramatic down regulation of Epo mRNA levels, indicating differential 
modulation of Hif-1α signalling pathways by cdk5.  Taken together our results show 
for the first time, that cdk5 participates in the neuronal hypoxic response via 
modulation of Hif-1 induced neuroprotective pathways. The involvement of cdk5 in 
regulation of Hif inducible pathways indicates an important role for the kinase in 
neuronal survival following hypoxia. To test this hypothesis, roscovitine was applied 
to neuronal cultures before hypoxic exposure, and neuronal death was assessed by 
measuring LDH release in the medium. Interestingly, significant cell death was 
observed after prolonged but not acute periods of hypoxia and this response was 
exacerbated in the presence of the cdk5 pharmacological inhibitor, roscovitine, thus 
providing evidence that cdk5 activity is required for neuronal survival following a 
prolonged hypoxic insult. Moreover our results indirectly point to the importance of 
Epo signalling in neuroprotection, since its inhibition by roscovitine coincides with 
the increased cell death observed in neurons exposed to hypoxia and roscovitine 
treatment. 
In summary, cdk5 is an important player of the neuronal hypoxic response. Inhibition 
of the kinase attenuates Hif-1 signalling pathways and consequently enhances the 
neuronal vulnerability to hypoxia. 
 44 
5.3 VARIATIONS IN THE HYPOXIC RESPONSES OF MATURE NEURONS 
Dissociated primary cultures are a simplified yet valuable model allowing the easy 
evaluation of molecular and cellular responses to a specific stimulus. Primary 
neuronal cultures exposed to hypoxia can thus be considered simplified models of 
cerebral hypoxia that enable detailed investigation of hypoxic regulated pathways and 
provide insights into disease pathogenesis. Additionally, it is now widely accepted 
that neurons developing in vitro and in vivo share important characteristics such as 
developmental specific susceptibility to neurotoxicity and maturation-dependent 
regulation of death/survival pathways (205). In fact, several in vitro studies have 
shown increased vulnerability to hypoxia with neuronal age, supporting the general 
believe that the developing brain is more resistant to hypoxic injury than the adult 
one.  
In this study we aimed to pinpoint differences in the early events that characterize the 
neuronal hypoxic response as a result of maturational stage.  
The cdk5/p35 complex is developmentally regulated and seems to have different roles 
depending on the age of the neuron. In development, the complex is involved in 
neuronal migration and differentiation, while in the mature nervous system it is 
involved in maintaining neuronal plasticity (206-208). We have already shown that 
the cdk5/p35 complex is regulated by hypoxia in immature neurons, and is involved 
in modulation of the F-actin cytoskeleton and Hif-regulating pathways, ultimately 
affecting neuronal survival. We next hypothesized that the cdk5/p35 is differentially 
regulated by hypoxia in mature neurons. Thus the role of the complex in modulation 
of the F-actin cytoskeleton and Hif signaling pathways was further investigated.  
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For the purpose of this study and in order to identify maturational-dependent hypoxic 
responses, primary neurons were cultured for 17 days (17DIV, mature) before 
hypoxic exposure. 
 
5.3.1 Hypoxia dramatically reduces ATP levels and disrupts the F-actin 
cytoskeleton.
 
Mature neurons responded to hypoxia with a dramatic drop in ATP levels (Fig. 1).  
Hypoxia resulted in a 90% decrease in ATP levels already after 2h (P<0.001) 
however, increased exposure times had no additional effect on ATP levels suggesting 
that in mature neurons energy supplies fall to critical levels very early in response to 
hypoxia. Previous reports have documented that the ATP content of a cell in part 
defines the state of actin filaments. It is further reported that approximately half of 
neuronal ATP is consumed by cycles of actin polymerisation-depolymerisation (195). 
Since mature neurons respond to hypoxia with a dramatic drop in ATP levels, we 
assessed the impact of hypoxia on F-actin organisation. Immunocytochemistry 
analysis with TRITC-phalloidin, which stains the F-actin cytoskeleton, revealed a 
well-defined and intense phalloidin staining in neuronal dendrites of normoxic 
cultures (Fig. 2a). In contrast, exposure of neurons to 1% O2 resulted in a marked 
disruption of the F-actin cytoskeleton, as revealed by retraction of the actin filaments 
(Fig. 2b-c). These results indicate that alterations of the F-actin cytoskeleton together 
with the dramatic drop in ATP levels are early events characterising the response of 





5.3.2   Hypoxia induces both necrotic and apoptotic death. 
Reduced ATP levels are closely linked to cell death. To determine vulnerability of 
mature neurons to hypoxia, cell death by necrosis was assessed using the LDH assay. 
Fig.3A shows that hypoxia induced a time-dependent increase in cytotoxicity of 
23.7%±4.2 (P <0.01) and 36.07%±6.4 (P <0.01) compared to normoxic values after 
6h and 24h respectively, suggesting that hypoxia rigorously induces death of mature 
neurons.  To investigate whether apoptotic processes were initiated, we assessed 
caspase-3 activation, a key marker of apoptosis. A 1.56±0.06 (P <0.01) fold increase 
in caspase-3 activity was observed after 6h (Fig. 3B) providing evidence for induced 
apoptotic neuronal death in this model. Time course analysis suggested that caspase-3 
activity was sustained, although not further induced after 72h of hypoxia. 
Thus we can conclude that hypoxia leads to increased neuronal death which involves 
both necrotic and apoptotic processes in mature neurons, as opposed to immature 








                  
 
          
Fig. 1. ATP levels are severely depleted after 2h of hypoxia (P<0.001) 2h of hypoxia lead to a dramatic 





Fig. 2. Cdk5 inhibition exacerbates F-actin retraction induced by hypoxia. Cortical neurons were 
treated with 20µM roscovitine and were then exposed to 1%O2 for 2-4h and double stained for nuclei 
(DAPI, blue) and F-actin (phalloidin-TRITC, red). a) Representative figure demonstrating intense F-
actin dendritic staining in normoxic neurons. b-c) Hypoxia leads to retraction of F-actin fibers.  Cdk5 
inhibition with roscovitine (ROSC) did not affect F-actin organisation in normoxia (d), but exacerbated 
F-actin retraction in the hypoxic cultures (e-f). 
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Fig. 3. Hypoxia leads to an increase in cell death. A) An increase in neuronal death was demonstrated 
by the increased release of LDH in the medium. B) Increased caspase-3 activity is observed after 6h and 




5.3.3 Hypoxia induces p35 cleavage. 
In the adult brain deregulation of the cdk5/p35 complex is tightly interconnected with the 
progression of neurodegenerative disorders such as Alzheimer’s disease. Under neurotoxic 
conditions, proteolytic cleavage of the cdk5 activators, p35 and p39, by calpain results in 
the generation of p25 and p29 respectively, leading to mislocalisation of cdk5, deregulation 
of its activity and cytoskeletal disruption.  
In light of the pivotal role played by cdk5/p35 complex in adult-brain neurodegenerative 
diseases and the similar events characterising Alzheimer’s disease and hypoxia (see section 
4.3.4), we hypothesised that cdk5/p35 complex participates in differential hypoxic 
responses of mature neurons. Modulation of the complex was assessed at both the 
transcriptional and translational level. As shown in Fig. 4A hypoxia significantly up 
regulated p35 mRNA levels after 4h (34.43±1.18, P<0.001). This increase was transient 
and mRNA levels returned to baseline after 6h. Western blot analysis showed 
downregulation of p35 expression with increased exposure times. (Fig.4B). Interestingly, 
p25 was formed by 2h although p35 was still present, unlike in young neurons where 
hypoxia led to p35 dephosphorylation but not to p35 cleavage. The presence of p25 in 
17DIV neurons following hypoxic exposure is indicative of calpain activation, initiation of 
cell death pathways, and cdk5 deregulation. By 24h both p35 and p25 levels decreased 
below normoxic values suggesting cdk5 activity downregulation.       
                       





















                                        
 
Fig. 4. p35 is modulated by hypoxia both at the mRNA and protein level. A) RT-PCR (Real-Time 
PCR) analysis shows that p35 mRNA is transiently induced by hypoxia. Values were normalized to 28s 
RNA and normoxic controls. B) Western blot analysis shows modulation of p35 and p25 levels 
following hypoxia.  Note that p35 is cleaved to its proteolytic fragment p25 after 2h. Both p35 and p25 
fall below normoxic levels after 24h. 
 
 





































5.3.4 Cdk5 activity is transiently increased by hypoxia.  
To determine if cdk5 is a potential candidate for regulation of survival in response to 
hypoxia, we examined the effect of hypoxia on cdk5 mRNA and protein levels. As 
shown in Fig. 5A, mRNA levels were significantly increased following 4h 
(14.57±0.28, P<0.001) but returned to normoxic levels after 6h. Conversely, cdk5 
protein levels were not affected by hypoxia (Fig. 5B).  
The presence of p25 following exposure of neuronal cultures to 2h of hypoxia 
suggested deregulation of cdk5 activity. Thus, the effect of hypoxia on cdk5 activity 
was determined by in vitro kinase assays using Histone H1 as a substrate, where 
phosphorylation of Histone H1 was a direct measurement of cdk5 activation. Cdk5 
activity increased at 2h and remained high up to at least 6h, coinciding with the 
increase in p25 levels (Fig. 5C). Interestingly, cdk5 activity was reduced below 
normoxic levels after 24h. Additionally, phosphorylation of cdk5 on Serine 159, as 
assessed by western blot analysis, was also increased after 4h, further underlying 
modulation of cdk5 by a hypoxic stimulus (Fig. 5D). Notably, the decrease in cdk5 
phosphorylation and activity at 24h coincided with a 47.17% neuronal death 
suggesting a possible role for the kinase in cell survival. 
Altogether our results show that hypoxia regulates cdk5 activity in both immature and 
mature neurons. However the presence of p25 only in mature neurons would suggest 
that the mechanisms which contribute to cdk5 activity regulation are different in 













                                         
                                           
                           
                                           
                                           
                                          
 
Fig.5. Hypoxia transiently induces cdk5 mRNA levels and activity. A). RT-PCR demonstrates 
increased cdk5 mRNA expression after 4h hypoxia. B) Cdk5 protein levels are not affected by hypoxia. 
C) In vitro kinase assay of immunoprecipitated cdk5 using Histone 1 as a substrate shows that cdk5 
activity is greatly induced by hypoxia between 2-6h and returns to normoxic levels by 24h. D) Western 
blot analysis shows a gradual increase in cdk5 phosphorylation of the Ser159 residue. 
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5.3.5 Cdk5 inhibition exacerbates F-actin disruption following hypoxia. 
Roscovitine is a purine analogue that has been described for its function as a potent 
inhibitor of cdk5 (Vita et al., 2003). In our study we used 20µM of roscovitine. 
To determine whether cdk5 is involved in cytoskeletal re-arrangements that 
accompany hypoxia, neuronal cultures were pretreated with roscovitine prior to 
hypoxic exposure. As shown in Fig. 2d, roscovitine pre-treatment did not affect the F-
actin network in normoxic cultures. However, addition of the drug to hypoxic cultures 
led to a further retraction of the F-actin fibers when compared to hypoxic controls 
(Fig. 2 e-f). This retraction was time dependent, suggesting that cdk5 has a pertinent 
role in maintaining the F-actin cytoskeleton during hypoxic injury. Since a similar 
effect was observed in immature hypoxic neurons, we conclude that this is a universal 
mechanism employed by neurons in response to hypoxia.  
                         
5.3.6 Cdk5 inhibition attenuates Hif-1 hypoxic induction and binding activity. 
A number of recent reports indicated the involvement of proteins, such as the Rho-
GTPases, that interfere with F-actin re-arrangements in the regulation of Hif-1 
induction (132, 134). Since cdk5 regulated the F-actin cytoskeleton following 
hypoxia, and actin-regulating proteins are involved in hypoxic Hif-1 regulation, we 
hypothesized a possible role for cdk5 in Hif-1 regulation at the protein level. In order 
to test our hypothesis induction of Hif-1α levels were determined in hypoxic neurons 
after roscovitine treatment. Fig. 6A shows attenuation of Hif-1 expression after 6h of 
hypoxia and roscovitine application. 
The effect of cdk5 inhibition on Hif-1 activity was further assessed by EMSA analysis 
(Fig. 6B). As expected no Hif-DNA binding complex was detected under normoxic 
conditions however hypoxia-inducible binding activity was observed after 4h and 
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further increased after 6h (Fig. 6B, lanes 3, 5). When roscovitine was applied to the 
neuronal cultures, Hif-binding activity was markedly inhibited (Fig. 6B, compare 
lanes 3 and 5 to lanes 4 and 6 respectively), suggesting that cdk5 can modulate Hif-1 
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Fig. 6. Cdk5 inhibition attenuates Hif-1α hypoxic induction and binding activity. A)  Western Blot 
analysis shows that roscovitine inhibits Hif-1α hypoxic induction after 6h. C= control, R= 20µM 
Roscovitine B) Representative EMSA showing Hif-1α hypoxia inducible binding activity in mature 
neurons after 4h and 6h (Lane 3 and 5 respectively). Roscovitine inhibits Hif-1α binding activity 
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5.3.7  Cdk5 inhibition differentially regulates Hif-1 signalling pathways. 
Since cdk5 inhibition attenuates Hif-1α accumulation and binding activity, the effect 
of cdk5 inhibition on the regulation of Hif-1 inducible neuroprotective pathways was 
investigated. For this purpose Epo, VEGF and GLUT1 mRNA expression levels were 
assessed by RT-PCR. As expected, hypoxia induced mRNA expression of all three 
genes in a time-dependent manner (Fig. 7A-C). Surprisingly, roscovitine application 
did not significantly affect VEGF mRNA levels at any time point (Fig. 7A). Similarly, 
roscovitine did not affect GLUT1 levels although after 24h of hypoxia a tendency to 
reduced GLUT1 mRNA levels was observed (Fig. 7B). On the other hand and most 
intriguingly, application of the cdk5 inhibitor led to complete abolishment of Epo 
mRNA induction (Fig. 7C). The effect of roscovitine in abolishing Epo induction was 
already observed after 4h and was present for the rest of the hypoxic experiment. 
Altogether these results show that cdk5 differentially regulates Hif-1 neuroprotective 
pathways and additionally indicate a role for the kinase in determining neuronal 
survival following a hypoxic insult.  
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Fig. 7. Cdk5 inhibition differentially regulates Hif target genes during hypoxia.  The effect of 
roscovitine application on Epo, GLUT1 and VEGF mRNA levels were assessed by RT-PCR. A) 
Roscovitine treatment has no effect on VEGF mRNA levels. B) A tendency to reduced GLUT1 mRNA 
levels is detected following roscovitine application and 24h of hypoxia. C) Roscovitine rapidly 
abolishes hypoxic-induced Epo mRNA expression after 4h. (P < 0.001). All values are representative 



































































































5.3.8  A role for cdk5 in prolonged hypoxic injury?  
The involvement of cdk5 in regulation of Hif-1 inducible pathways that have been 
shown to be neuroprotective indicated a role for the kinase in neuronal survival. In 
mature neurons 24h of hypoxia led to 44.31% increase in cell death compared to 
normoxic neurons, as assessed by LDH assay. Surprisingly roscovitine application for 
24h did not significantly alter hypoxic induced neuronal death, suggesting that cdk5 
inhibition does not have a role in acute hypoxia (Fig. 8). Preliminary results suggest 
that inhibition of cdk5 might exacerbate cell death in later time points, indicating a 
role for the kinase in chronic hypoxia. Interestingly in immature neurons, roscovitine 
inhibition also enhanced cell death only in chronic hypoxia, thus further underlying a 
role of the cdk5 kinase in chronic injury. 
 
                    


















Fig. 8. Roscovitine application does not significantly affect neuronal survival following 24h of 
hypoxia, as assessed by LDH assay. 
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5.4  Discussion I: Cdk5 and the neuronal hypoxic response 
The mechanisms employed by the organism and determine the outcome of 
hypoxic/ischemic brain injury as a result of age remain largely unknown. 
Nevertheless, laboratory work suggests that in fetuses and neonates hypoxia is 
unlikely to cause brain injury unless superimposed with ischemia (Reviewed by (57). 
Further support is provided by a number of in vivo studies which have shown that 
younger animals survive hypoxia/anoxia better than adults (59, 60), reported that 
vulnerability of the rat brain to hypoxic/ischemic brain injury increases during 
development, especially between postnatal days P7 and P15. Additionally in vitro 
studies have underlined the increased vulnerability of neurons to excitotoxic insult as 
they mature over days in vitro (209), (210, 211). Our results are in agreement with 
others, showing that hypoxia alone has a more severe effect in mature neurons and 
support the belief that immature neurons are resistant to hypoxic injury. Since our in 
vitro data parallel results obtained in in vivo studies, such an in vitro model system is 
valuable for elucidating the molecular and cellular mechanisms of the neuronal 
response to hypoxia and can be employed for studying development-regulated 
pathways.  
Generally, hypoxia/ischemia can lead to cell death that is either necrotic or apoptotic 
or both. Initiation of both necrotic and apoptotic processes have been described in 
models of ischemic injury both during development and in adult models (211, 212). 
However in our in vitro model, apoptosis was not initiated in young neurons, 
suggesting that the hypoxic stimulus could be tolerated.  Interestingly, necrotic cell 
death was observed in both immature neurons and mature neurons by 6h, however the 
latter were more severely affected. In most cells, initiation of necrotic death coincides 
with a decrease in cellular ATP contents to greater than 80-85%, although the 
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threshold can vary in different cell types (213). In fact increased cytotoxicity in 
mature neurons correlated with the more dramatic drop of ATP levels. Conversely, 
immature neurons were able to maintain reduced but constantly higher ATP levels for 
a longer period of time (6h) than mature ones. Our studies agree with other reports 
showing that the better maintenance of ATP levels in immature neurons contributes 
and provides longer protection against anoxia (75). Kass et al., (73), had previously 
suggested that immature neurons have greater intracellular ATP stores, which allow 
them to withstand longer periods of energy deprivation. However in our studies 
intracellular normoxic ATP stores were similar in both maturational stages (data not 
shown), suggesting that rather the increased metabolic demands of mature neurons, or 
their inability to reduce energy consumption most probably accounted for their 
increased vulnerability. Whether these neurons have reached “a point of no return”, 
where mitochondrial impairment is irreversible irrespective of any intervention (i.e. 
reoxygenation) is an interesting question that arises from these observations and will 
be addressed in the future. However, we speculate that mature neurons with lower 
hypoxic resistance and the earlier exhaustion of energy stores, reach this point earlier.   
Several reports in the field have attempted to identify the cellular changes that 
accompany cellular ATP depletion and culminate in cell death. Two hypotheses have 
been proposed: i) ATP concentrations below a certain level hinder phosphorylation of 
proteins required for cell survival, ii) ATPase-dependent cellular functions are 
impaired as a result of low ATP levels and cytoskeletal disruption. To date, several 
studies support the impact of decreased ATP levels on the F-actin cytoskeleton in the 
hypoxic response. We, in agreement with others (193), show that hypoxia leads to 
disruption of the F-actin cytoskeleton and a decrease in total levels of F-actin. This 
disruption has severe implications in neuronal function. Direct comparison of the 
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hypoxic-induced F-actin disruption between the two maturational stages could not be 
assessed with the experiments performed in this study, but we remain convinced that 
the faster exhaustion of ATP levels in mature neurons together with the observed F-
actin disruption partially contributes to increased vulnerability. 
 
The cdk5/p35 complex controls many different pathways via phosphorylation of a 
wide array of proteins (Section 4.5). and it has been shown to influence a variety of 
neuronal function including: i) neuronal migration in development (159, 214, 215) ii) 
synaptic plasticity in mature neurons (174, 206, 216) and iii) neuronal death in 
neurodegenerative disorders (217-219). Our results for the first time show an age-
dependent regulation of the cdk5/p35 complex by acute hypoxia.  In immature 
neurons hypoxia led to a change in the electrophoretic mobility of p35 indicating 
dephosphorylation. At present the reasons why the phosphorylation state of p35 
change are unknown, however previous reports have linked p35 dephosphorylation to 
decreased ATP levels (220), thus agreeing with our data showing that 
dephosphorylation of p35 coincides with a drop in ATP levels following hypoxia. 
Conversely, in mature neurons hypoxia led to the proteolytic cleavage of p35 and 
formation of the shorter fragment, p25. Our data agree with those of others showing 
that in the mature neuron dephosphorylated p35 is susceptible to calpain cleavage and 
leads to p25 production (182, 220). Numerous studies have shown that under 
neurotoxic conditions calpain-induced p35 cleavage results in the generation of p25 
leading to mislocalisation of cdk5 and deregulation of its activity (182, 221). Our 
results indicate that only in mature neurons hypoxia leads to calpain activation, 
further underlying the increased susceptibility to hypoxia with age. The absence of 
p35 cleavage in immature neurons suggests that at least for the duration of the 
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hypoxic stimulus studied calpain pathways are not initiated. Interestingly, hypoxia led 
to a transient increase in cdk5 activity in both maturational stages. Thus our results 
support the idea that both p35 and p25 can upregulate cdk5 activity following a stress 
stimulus. Notably it has also been shown by others that oxidative stress and serum 
deprivation in vitro are stimuli which lead to deregulation of cdk5 activity in the 
absence of p25 (200, 222). Moreover maintenance of cdk5 in these experimental 
models had a protective role against neuronal toxicity. 
During this study, a number of hypotheses were proposed about the differential roles 
of the cdk5 activators in determining cdk5 function. It was initially suggested that p35 
is required for the pro-survival roles of cdk5 and on the other hand p25 is the factor 
determining the cdk5 pro-death functions. A number of studies provided evidence for 
the above hypothesis (Section 4.5). Now, scientists realise that the picture is more 
complicated. Fischer et al., (160) showed that in the adult mouse transient 
upregulation of p25, not only is not detrimental for the cell, but is actually beneficial 
in memory-related processes. In contrast, prolonged p25 expression caused severe 
cognitive deficits and neuronal loss allowing the authors to conclude that in aged 
individuals, p25 production only contributes to neurodegeneration if chronically 
present. In a more recent study, Anne et al., (223) reported that cdk5 activity is 
transiently activated following DNA damage and protects neurons from death, but 
prolonged DNA damage leads to loss of cdk5 activity and enhanced cell death. In a 
similar manner we observed a biphasic regulation of cdk5 activity following hypoxia. 
Thus we also propose that cdk5 activity increases as an early response to hypoxic 
injury, however at later time points cdk5 contributes to cell death. Indeed prolonged 
hypoxia led to a decrease in cdk5 activity in both maturational stages which coincided 
with increased cell death. Additionally and particularly in immature neurons, chronic 
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hypoxia (36h-48h) together with application of the cdk5 inhibitor roscovitine 
significantly induced death suggesting a specific role for cdk5 in modulation of 
neuronal survival pathways during long-term hypoxic injury/insult. In mature 
neurons, hypoxia alone is sufficient to lead to a dramatic increase in cell death. 
Interestingly, a recent study by Lu et al., (150) showed that in the human adult brain 
(40 years) expression of the cdk5 gene is reduced. It is possible that downregulation 
of the cdk5/p35 complex in aged neurons contributes itself to the observed increased 
vulnerability in adult neurons. Thus, it is tempting to suggest that shared mechanisms 
may exist between aging and hypoxic injury. Further in vivo studies are required to 
support this hypothesis.   
Although we have not identified the exact mechanisms that lead to the transient 
increase in cdk5 activity, it is possible that it was induced as a result of the disruption 
of the F-actin framework observed following hypoxia. In fact it has been shown that 
cytochalasin D, leads to a drastic re-organisation of the F-actin cytoskeleton but also 
causes an increase in cdk5 activity in COS7 cells transfected with p39, another cdk5 
activator (167). The authors further reported cytochalasin D-induced redistribution of 
p39 protein to F-actin clusters and suggested that availability of the cdk5 activator is 
the limiting factor determining cdk5 activity. A supportive study by Lee et al., (224) 
showed that the neuronal cdk5/p35 complex associates with a kinase inhibitor protein 
in the form of a macromolecular complex and that certain stimuli can destabilise the 
complex and lead to an increase in the availability of the cdk5 activators, p35 and p39 
ultimately leading to an increased kinase activity. Indeed we believe that hypoxia 
might be such a stimulus, but further studies are required to examine this possibility. 
Interestingly, inhibition of cdk5 led to an earlier disruption of the F-actin cytoskeleton 
upon hypoxia, indicating an active role for the kinase in hypoxic-induced F-actin re-
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arrangements in both ages. We therefore propose a feedback loop, by which hypoxic-
induced alterations of the F-actin cytoskeleton induce cdk5 activity, which in turn 
regulates the dynamics of the F-actin filaments. Disruption of the actin architecture 
may involve the Rho GTPase family members RhoA and Rac1, which are also 
involved in the regulation of the actin cytoskeleton and their activity is tightly 
regulated by hypoxia in several cell types (225-228). Interestingly, the intracellular 
distribution of these proteins is different in neurons of different maturational stages. 
In immature neurons, during the period of axon and dendrite sprouting, both Rho 
members are distributed evenly, while in mature neurons RhoA is predominantly 
found in dendrites and Rac1 in axons (229). Although we do not have direct evidence, 
the fact that in immature neurons Rac1 interacts with p35 in a GTP-dependent 
manner, together with our preliminary data showing that Rac1 inhibition exacerbates 
neuronal death only in hypoxic immature neurons, would suggest that Rho GTPases 
might indeed participate with the cdk5/p35 complex in the neuronal hypoxic response 
but that these interactions might differ depending on the age of the neuron. Further 
studies in this field are required to elucidate whether and how the Rho-GTPases 
interact with the cdk5/p35 complex and together contribute to the modulation of the 
F-actin cytoskeleton as part of the neuronal response to hypoxia.  
 
At the molecular level, the neuronal hypoxic response is regulated to a large extent by 
the transcription factor Hif-1 (202, 203). In all neurons, increased cdk5 activity 
correlated with elevated Hif-1 expression and binding activity. The involvement of 
the cytoskeleton and/or cytoskeleton-regulating proteins in Hif-1 modulation has been 
a recent matter of discussion (see section 4.5). We show for the first time that cdk5, a 
neuronal specific cytoskeletal regulator, is involved in the mediation of hypoxia-
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dependent, Hif-1α-induced pathways in both mature and immature neurons. The next 
question to be addressed concerns the actual mechanisms by which cdk5 controls Hif-
1. Does cdk5 directly interact and modulates Hif-1 by phosphorylation? Previous 
studies have shown that treatment of cells with a non-specific serine/threonine kinase 
inhibitor also blocks the hypoxia-induced expression of Hif-1α (204) suggesting that 
cdk5-mediated phosphorylations may be important in Hif-1α regulation. Notably, 
following database analysis, we have identified the presence of a putative 
phosphorylation site for cdk5 in the Hif-1α coding sequence.  It is however also 
possible that cdk5 regulation of Hif is the outcome of cytoskeletal re-arrangements 
induced by cdk5 following a hypoxic stimulus. Several studies showing that 
cytoskeletal-regulatory proteins are involved in Hif-1α regulation (132-134), support 
this hypothesis. Further research is required to answer these questions. 
Another interesting question that rises from these studies is whether and how Hif-
1α availability in neurons changes with aging, and how such changes might affect 
neuronal survival upon hypoxia. To date reduced Hif-1α protein expression with 
increasing age has been reported in smooth muscle cells, rat cerebral cortex, mouse 
heart and carotid body (230-232) Data in our lab agree with those of others (232, 233) 
and show that Hif-1α levels are reduced in mature neurons compared to immature 
ones. Lower Hif-1 production could partially explain why cdk5 inhibition only had a 
minor contribution to  hypoxic- induced death of mature neurons. The mechanisms 
involved in age-dependent Hif-1α reduction are unknown, however a recent report 
(Ndubuizu et al., Sfn meeting 2007) indicated a significant increase in the expression 
of the Hif-regulating proteins PHDs in old rats, suggesting that they probably 
contribute to the age-dependent modulation of Hif-1α expression.  
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Hypoxic-induction of Hif-1 enhances the transcription of a number of genes including 
VEGF, a known neuroprotective factor (26, 56). Surprisingly, cdk5 inhibition did not 
affect hypoxic-induction of VEGF mRNA levels suggesting that Hif-1 independent 
mechanisms might be responsible for hypoxic VEGF induction. Indeed our study on 
the astrocytic hypoxic response (see section 6.2.2) indicates that other mechanisms 
yet to be identified might be involved in VEGF regulation.  
GLUT1 is another well described Hif target gene (13). Upregulation of GLUT1 by 
hypoxia has been reported in several studies and it is involved in induction of 
anaerobic ATP synthesis (30, 234). Our results show that GLUT1 mRNA levels were 
only significantly upregulated in mature neurons, suggesting an increased energy 
demand. In line with the above, we also detected decreased ATP levels in mature 
neurons which would consequently elicit upregulation of glycolysis that would in turn 
upregulate GLUT transporters. This is an interesting observation since it suggests not 
only differential regulation of Hif-pathways in different maturational stages but also 
underlines the increased susceptibility of mature neurons to hypoxia. Surprisingly, 
cdk5 inhibition did not significantly affect GLUT1 mRNA levels at least for the time 
points examined, indicating that cdk5 does not exert its functions through regulation 
of this Hif pathway. 
One of the best characterised Hif-1α target genes is Epo, a key mediator of 
neuroprotection (11, 235, 236). Several in vitro models have shown that neurons 
exposed to hypoxia significantly upregulate Epo and mRNA and protein levels (237). 
In addition, pretreatment of neurons with Epo can prevent neuronal death in in vitro 
models of hypoxia and reduce ischemic damage in various animal models of stroke 
(72, 110, 238).  As expected, Epo mRNA levels were upregulated by hypoxia in both 
maturational stages. In agreement with the observed inhibitory effect of roscovitine on 
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Hif-1, induction of Epo mRNA levels was significantly downregulated upon cdk5 
inhibition. Altogether these results provide supplementary evidence that cdk5 is 
involved in the hypoxic neuronal response through differential modulation of Hif-1 
signalling pathways and are in line with Chavez et al.,(85) where it was reported that 
in neurons Hif-1α  binds preferentially to Epo as opposed to astrocytes where Hif-2α 
is preferentially binding to Epo. Moreover, in immature neurons our results are 
suggestive of the importance of Epo neuroprotection since its indirect inhibition by 
roscovitine coincides with increased cell death. On the other hand, in mature neurons 
cdk5 inhibition and subsequently abolishment of Epo does not seem to have an 
important contribution in hypoxic-induced neuronal death. We believe that in mature 
neurons hypoxia leads to maximal activation of cell death and thus inhibition of cdk5 
has only a minor role in the destiny of these neurons.  
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5.5 Conclusions I and Outlook I 
 Hypoxia is implicated in the pathogenesis of a number of central nervous system 
disorders such as stroke and neurodegenerative diseases. At the same time, hypoxic 
preconditioning is protective against a more severe ischemic event. Other recent 
studies suggested adaptation to hypoxia as a potential defence mechanism for 
preventing CNS disorders (114). It is thus important to understand in which situations 
hypoxia is beneficial for the organism, and when this condition becomes detrimental.   
The key factors defining the role of hypoxia seem to be duration, severity and age. 
Our data emphasise the impact of hypoxic injury in neurodegeneration of mature 
neurons and indicate that caution must be taken when considering adaptation to 
hypoxia as an alternative therapy for neurodegenerative disorders. The present work 
also provided a novel link between two crucial pathways, namely cytoskeletal 
rearrangements and hypoxic signalling, both of which have severe consequences on 
neuronal survival and disease progression. Indeed, a direct connection between cdk5, 
aberrant function of which leads to development of tauopathies, and Hif-1 the master 
regulator of adaptation to stress stimuli provides an important basis for future work.  
Our aim is to elucidate further not only the interaction of the cdk5/p35 complex with 
Hif-1, but also understand the contribution of the cdk5/Hif 1 pathway to the 
pathogenesis of neurodegenerative diseases.  
A question that arises from our studies is how aging impacts on the brain vulnerability 
to injury, even though the molecular pathways that are initiated as a result of hypoxic 
insult are often overlapping in the young and adult brain.  It is thought that decreased 
expression of cellular defence genes in the adult brain as opposed to the young one, 
renders the former less prepared and thus unable to withstand injury. Some evidence 
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exist which support this hypothesis. For example, Hif-1α levels are lower in the adult 
brain as opposed to the young one and might explain why mature cells have a 
decreased ability to withstand hypoxia. In a similar manner, cdk5 expression is 
reduced in the aged brain (150), suggesting that its ability to phosphorylate its 
substrates might also be decreased. It is clear that further research in this field is 
required to understand the complex regulation of signaling mechanisms that 
contribute to age-related neuronal susceptibility to injury.  
Last but not least, we would like to address the influence of oxygen deprivation on 
cytoskeletal rearrangements, and progression of neurodegenerative diseases as a 
whole and particularly in relation to age. With our future studies we will provide 
further evidence for the crucial role of the neuronal cytoskeleton in progression of 
neurodegeneration and will inquire important information on the impact of 
environmental stimuli on neurodegenerative diseases. 
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Susceptibility to oxygen deprivation varies greatly depending on the cell, astrocytes 
and endothelial cells being more capable to withstand hypoxic injury than neurons 
and oligodendrocytes (81). It is suggested that astrocytes can survive long periods of 
hypoxia as long as there is enough glucose for anaerobic glycolysis (239, 240). 
Astrocytes also have the additional role of supporting neuronal function and survival 
through their ability to take up glutamate and release of trophic factors (82-84). 
Following oxygen deprivation, astrocytes ensure their own survival as well as that of 
neighboring neurons by increasing glucose utilization and lactate release as a source 
of energy (241). Nevertheless, following a prolonged severe insult, astrocytic 
proliferation gives rise to a glial scar, a process that may interfere with neural repair 
and can thus impair brain recovery. Thus the astrocytic response to hypoxic/ischemic 
injury may depend to a large extent on the severity and also duration of an insult. 
Elucidating the time course of the astrocytic response to hypoxic/ischemic injury is 
important for preventing brain damage and pin pointing the time period when 
therapeutic intervention is possible. 
 The aim of this study was to elucidate the astrocytic response to mild and severe 
hypoxic/ischemic insults. In particular, we were interested in understanding the 
impact of oxygen and/or glucose deprivation on induction and stabilization of Hif-
1α, a key regulator of hypoxia. In addition, with this study we aimed at directly 
addressing the impact of hypoxia and/or glucose deprivation on the vulnerability of 
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astrocytes. In light of this notion, we examined the effect of hypoxia/anoxia alone and 
in combination with glucose deprivation on astrocytic death.   
 
6.2 Own Research 
6.2.1 Anoxic but not hypoxic exposure induces Hif-1α 
Most cells respond to changes in oxygen tension by initiating molecular pathways to 
combat oxidative stress. Hif-1 induction is one of the main mechanisms by which the 
cell adapts upon oxygen deprivation. The molecular mechanisms involved in the 
astrocytic hypoxic response and in particular the role of Hif-1 in these cells is not yet 
understood and was directly addressed in this study. 
To this end, primary astrocytes were exposed to either hypoxic (1% O2), or near 
anoxic (0.1% O2) conditions with or without glucose for up to 48 hours. Our results 
show that hypoxia alone does not induce Hif-1α. Instead near anoxic conditions led to 
Hif-1α protein accumulation in a time dependent manner. This result was confirmed 
by EMSA, which showed Hif-1 DNA binding following anoxic exposure. Our 
findings agree with previous studies (72, 81) and emphasise that astrocytes are less 
vulnerable to injury than other brain cells such as neurons since mild oxygen 
deprivation was not sufficient to stabilise Hif-1. Nonetheless, glucose withdrawal 
alone induced low basal Hif-1α stabilisation and an ischemic insult (glucose/oxygen 
deprivation) led to an immediate accumulation of Hif-1, suggesting that in astrocytes 
glucose deprivation strongly induces Hif-1α stabilisation. 
 
6.2.2 VEGF protein is induced by hypoxia in the absence of Hif-1α expression. 
 VEGF is a well described Hif-1α target gene. (113, 242). Notably, in astrocytes 
VEGF is present under normal physiological conditions but is further induced by 
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hypoxia leading to increased vascular permeability and glial cell proliferation (87) 56, 
243). Hypoxia increased astrocytic cytoplasmic accumulation and basal release of 
VEGF in the absence of Hif-1α stabilization pointing to a Hif-1 independent 
regulatory mechanism following a mild hypoxic injury. In a similar manner, anoxia 
progressively increased VEGF release with a rapid increase observed only after 24h 
anoxia, suggesting that astrocytes produce similar VEGF amounts independently of 
the degree of hypoxia, but significantly increase VEGF production and secretion as a 
result of chronic exposure. Notably, oxygen/glucose deprivation led to a further 
increase in VEGF secretion, without affecting astrocytic cytoplasmic stores. 
Altogether our data suggest that increased severity of insult leads to an increase in 
VEGF secretion by astrocytes. 
 
6.2.3 Cell death and proliferation occur in parallel following oxygen-glucose 
deprivation. 
In vivo studies have shown that astrocytes respond to hypoxia/ischemia with increased 
proliferation. An interesting finding of this study is that different severities induced 
differential proliferation patterns in vitro.  Enhanced proliferation was observed as a 
result of either oxygen (0.1% O2) or glucose deprivation alone, which was further 
induced when oxygen and glucose were simultaneously withdrawn.  
Interestingly, sole oxygen deprivation did not affect astrocytic survival at any time 
point. However, oxygen glucose deprivation significantly enhanced cell death after 
6h, which is the time point when astrocytic proliferation was also increased.   
Taken together our results suggest that astrocytes can tolerate oxygen deprivation for 
extended periods without induction of cell death pathways. At the same time cell 
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death is increased although proliferation levels were also high, indicating that there is 
a strong correlation between proliferation and cell death. 
 
6.2.4 ATP levels are preserved despite oxygen and glucose withdrawal. 
Cell survival under stress conditions requires constant ATP levels. Since astrocytes 
were able to survive oxygen deprivation for long periods of time we investigated 
whether and how cellular ATP levels were modulated by oxygen and/or glucose 
deprivation. Upon hypoxia astrocytes were able to maintain reduced but constant ATP 
levels, a situation which probably ensures astrocytic survival in hypoxic conditions. 
Interestingly, a dramatic drop in ATP levels was only observed in anoxic-glucose 
deprived cells, which were unable to recover from a 70% drop in ATP concentrations, 
underlining the increased resistance of astrocytes to reduced oxygen levels.  
Thus astrocytes are able to maintain ATP levels and tolerate oxygen or glucose 





6.3       Discussion II: Comparison of the astrocytes and neuronal hypoxic response.  
One of the main characteristics of astrocytes, distinguishing them from other brain 
cells, is their ability to resist severe injury for a prolonged period of time (72, 81, 
244). The results presented here are in line with previous studies showing that the 
hypoxic response differs remarkably from one cell to the other; astrocytes in 
particular are extremely resistant to oxygen deprivation, as opposed to neuronal cells.  
As shown in our work astrocytes are able to maintain ATP levels and thus survive 
oxygen deprivation for long period of times, as opposed to neurons which respond to 
hypoxia with a dramatic drop in ATP and an earlier onset of cell death.  In astrocytes, 
oxygen in combination with glucose deprivation led to a dramatic drop of ATP levels 
followed by cell death. Our findings agree with other reports (244-246) showing that 
astrocytes can survive oxygen deprivation as long as glucose is available, partially 
due to their ability to maintain ATP levels better. Véga et al., (241) showed that 
decreased oxygen levels lead to an adaptive response that in astrocytes involves an 
increase in their glycolytic activity and lactate release. Such adaptation mechanisms 
might be employed by astrocytes to ensure their own survival but also that of 
neighbouring neurons, which is crucial to maintain brain function.  
At the molecular level, oxygen sensing involves the induction of Hif-1. In astrocytes 
Hif-1α was stabilised only following severe oxygen deprivation whereas in neurons 
Hif-1α is stabilised immediately following hypoxic exposure. A number of questions 
arise from these studies about the role of Hif-1 in cell survival/death. Is the lack of 
Hif-1 accumulation directly responsible for the resistance of astrocytes to hypoxia? If 
so, would manipulation of Hif-1 stabilisation be beneficial for other cells, such as 
neurons? Notably, Halterman et al., (37) reported that delayed apoptotic neuronal 
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death is attenuated by expression of a dominant negative form of Hif-1α  in an in 
vitro model of oxygen/glucose deprivation.  
Of course Hif-1α also has positive functions since it induces a number of genes 
known to be involved in cytoprotection, amongst others, VEGF (26, 247) . We 
showed that neurons respond to hypoxia with an increase in VEGF mRNA levels in 
agreement with others (56, 85, 248). Neuronal VEGF induction contributes to 
neuronal survival and in a similar manner astrocytes respond to hypoxia by an 
increase in VEGF release.  We suggest that an early increase in astrocytic VEGF 
release as a result of hypoxia maybe advantageous to the organism protecting 
neighbouring cells from injury through paracrine systems (249). Thus this mechanism 
may specifically provide additional support for neuronal survival in conditions of 
oxygen deprivation. On the other hand, the dramatic increase in VEGF release as a 
consequence of a more severe injury is probably negative and stimulates enhanced 
astrocytic proliferation, since it has been shown that in the CNS VEGF can promote 
astrocytic proliferation following injury (250, 251). 
Another important determinant of brain injury is age (74, 252, 253). Mature neurons 
responded to hypoxia with a dramatic drop in ATP levels coinciding with an 
increased cell death. Although not addressed in this study, similar differences have 
been documented in immature versus mature astrocytes in vitro. Mature astrocytes are 
less able to survive profound decreases in ATP levels and are more vulnerable to 
oxygen/glucose deprivation compared to immature astrocytes (252, 254) In this 
regard it has been suggested that mature brain cells, with a high rate of oxidative 
metabolism and thus higher energy expenditure, utilise their energy stores more 
rapidly (75, 255). How age would affect astrocytic function in relation to neuronal 
support is an interesting question and deserves further investigation. However we can 
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speculate that mature astrocytes, being more vulnerable to injury, will also have a 
reduced ability to sustain neuronal survival. Notably, astrocytes have now been 
implicated in the pathogenesis of age-related neurodegenerative disorders, including 
Alzheimer’s (256, 257). It is thought that the presence of glial scars, as a result of 
astrocytic proliferation, in Alzheimer’s brains, directly contribute to disruption of 
synaptic function and neuronal loss (258). To date, scientists have the task to better 
understand the intrinsic interactions between astrocytes and neurons and how these 
are affected as a result of injury and aging.    
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6.4 Conclusions II and Outlook  II 
The main focus of this thesis work was to characterise cellular and molecular 
mechanisms involved in the neuronal response to oxygen deprivation. At the same 
time we were interested in understanding how the astrocytic response differs from that 
of neurons and contributes to the enhanced resistance of astrocytes to hypoxia.  
Evaluation of hypoxia in brain in vivo is complex, since systemic hypoxia leads to 
cardiac failure and subsequent cerebral ischemia (259). Furthermore, and as shown 
also in this study, although common molecular mechanisms do exist the cellular and 
molecular changes in any given cell can be diverse. Therefore in vitro cell cultures are 
an essential simplified model system, which give us the possibility to evaluate cell 
morphology, function and identification of signalling pathways in the response of a 
particular cell type to injury. Nevertheless, it is crucial to increase our knowledge on 
the physiological interactions between neurons and astrocytes but also to understand 
how these interactions are affected as a result of injury, information that can be 
provided by in vitro co-culture systems. Such knowledge will partially contribute to 
our understanding of the complexity of the nervous system and can be subsequently 








1. Otyepka, M., Bartova, I., Kriz, Z., and Koca, J. (2006) Different mechanisms 
of CDK5 and CDK2 activation as revealed by CDK5/p25 and CDK2/cyclin A 
dynamics. The Journal of biological chemistry 281, 7271-7281 
2. Ramirez, J. M., Folkow, L. P., and Blix, A. S. (2007) Hypoxia tolerance in 
mammals and birds: from the wilderness to the clinic. Annual review of 
physiology 69, 113-143 
3. Hopfl, G., Ogunshola, O., and Gassmann, M. (2004) HIFs and tumors--causes 
and consequences. Am J Physiol Regul Integr Comp Physiol 286, R608-623 
4. Peers, C., Pearson, H. A., and Boyle, J. P. (2007) Hypoxia and Alzheimer's 
disease. Essays in biochemistry 43, 153-164 
5. Hopfl, G., Ogunshola, O., and Gassmann, M. (2003) Hypoxia and high 
altitude. The molecular response. Advances in experimental medicine and 
biology 543, 89-115 
6. Pearce, W. (2006) Hypoxic regulation of the fetal cerebral circulation. J Appl 
Physiol 100, 731-738 
7. Bazan, N. G., Palacios-Pelaez, R., and Lukiw, W. J. (2002) Hypoxia signaling 
to genes: significance in Alzheimer's disease. Molecular neurobiology 26, 
283-298 
8. Kemp, P. J. (2006) Detecting acute changes in oxygen: will the real sensor 
please stand up? Experimental physiology 91, 829-834 
9. Distler, J. H., Wenger, R. H., Gassmann, M., Kurowska, M., Hirth, A., Gay, 
S., and Distler, O. (2004) Physiologic responses to hypoxia and implications 
for hypoxia-inducible factors in the pathogenesis of rheumatoid arthritis. 
Arthritis and rheumatism 50, 10-23 
10. Paffett, M. L., and Walker, B. R. (2007) Vascular adaptations to hypoxia: 
molecular and cellular mechanisms regulating vascular tone. Essays in 
biochemistry 43, 105-119 
11. Wang, G. L., Jiang, B. H., Rue, E. A., and Semenza, G. L. (1995) Hypoxia-
inducible factor 1 is a basic-helix-loop-helix-PAS heterodimer regulated by 
cellular O2 tension. Proceedings of the National Academy of Sciences of the 
United States of America 92, 5510-5514 
12. Huang, L. E., and Bunn, H. F. (2003) Hypoxia-inducible factor and its 
biomedical relevance. The Journal of biological chemistry 278, 19575-19578 
13. Wenger, R. H., and Gassmann, M. (1997) Oxygen(es) and the hypoxia-
inducible factor-1. Biological chemistry 378, 609-616 
14. Ratcliffe, P. J., O'Rourke, J. F., Maxwell, P. H., and Pugh, C. W. (1998) 
Oxygen sensing, hypoxia-inducible factor-1 and the regulation of mammalian 
gene expression. The Journal of experimental biology 201, 1153-1162 
15. Semenza, G. L. (1998) Hypoxia-inducible factor 1: master regulator of O2 
homeostasis. Current opinion in genetics & development 8, 588-594 
16. Wang, G. L., and Semenza, G. L. (1993) General involvement of hypoxia-
inducible factor 1 in transcriptional response to hypoxia. Proceedings of the 
National Academy of Sciences of the United States of America 90, 4304-4308 
17. Maxwell, P. H., and Ratcliffe, P. J. (2002) Oxygen sensors and angiogenesis. 
Seminars in cell & developmental biology 13, 29-37 
 78 
18. Acker, T., and Acker, H. (2004) Cellular oxygen sensing need in CNS 
function: physiological and pathological implications. The Journal of 
experimental biology 207, 3171-3188 
19. Lee, J. W., Bae, S. H., Jeong, J. W., Kim, S. H., and Kim, K. W. (2004) 
Hypoxia-inducible factor (HIF-1)alpha: its protein stability and biological 
functions. Experimental & molecular medicine 36, 1-12 
20. Wenger, R. H., Stiehl, D. P., and Camenisch, G. (2005) Integration of oxygen 
signaling at the consensus HRE. Sci STKE 2005, re12 
21. Semenza, G. L. (2001) HIF-1, O(2), and the 3 PHDs: how animal cells signal 
hypoxia to the nucleus. Cell 107, 1-3 
22. Semenza, G. L. (2003) Targeting HIF-1 for cancer therapy. Nature reviews 3, 
721-732 
23. Jiang, B. H., Rue, E., Wang, G. L., Roe, R., and Semenza, G. L. (1996) 
Dimerization, DNA binding, and transactivation properties of hypoxia-
inducible factor 1. The Journal of biological chemistry 271, 17771-17778 
24. Hu, J., Discher, D. J., Bishopric, N. H., and Webster, K. A. (1998) Hypoxia 
regulates expression of the endothelin-1 gene through a proximal hypoxia-
inducible factor-1 binding site on the antisense strand. Biochemical and 
biophysical research communications 245, 894-899 
25. Gorr, T. A., Cahn, J. D., Yamagata, H., and Bunn, H. F. (2004) Hypoxia-
induced synthesis of hemoglobin in the crustacean Daphnia magna is hypoxia-
inducible factor-dependent. The Journal of biological chemistry 279, 36038-
36047 
26. Gerber, H. P., Condorelli, F., Park, J., and Ferrara, N. (1997) Differential 
transcriptional regulation of the two vascular endothelial growth factor 
receptor genes. Flt-1, but not Flk-1/KDR, is up-regulated by hypoxia. The 
Journal of biological chemistry 272, 23659-23667 
27. Elvert, G., Kappel, A., Heidenreich, R., Englmeier, U., Lanz, S., Acker, T., 
Rauter, M., Plate, K., Sieweke, M., Breier, G., and Flamme, I. (2003) 
Cooperative interaction of hypoxia-inducible factor-2alpha (HIF-2alpha ) and 
Ets-1 in the transcriptional activation of vascular endothelial growth factor 
receptor-2 (Flk-1). The Journal of biological chemistry 278, 7520-7530 
28. Coulet, F., Nadaud, S., Agrapart, M., and Soubrier, F. (2003) Identification of 
hypoxia-response element in the human endothelial nitric-oxide synthase gene 
promoter. The Journal of biological chemistry 278, 46230-46240 
29. Lee, P. J., Jiang, B. H., Chin, B. Y., Iyer, N. V., Alam, J., Semenza, G. L., and 
Choi, A. M. (1997) Hypoxia-inducible factor-1 mediates transcriptional 
activation of the heme oxygenase-1 gene in response to hypoxia. The Journal 
of biological chemistry 272, 5375-5381 
30. Iyer, N. V., Kotch, L. E., Agani, F., Leung, S. W., Laughner, E., Wenger, R. 
H., Gassmann, M., Gearhart, J. D., Lawler, A. M., Yu, A. Y., and Semenza, G. 
L. (1998) Cellular and developmental control of O2 homeostasis by hypoxia-
inducible factor 1 alpha. Genes & development 12, 149-162 
31. Ryan, H. E., Lo, J., and Johnson, R. S. (1998) HIF-1 alpha is required for solid 
tumor formation and embryonic vascularization. The EMBO journal 17, 3005-
3015 
32. Hogenesch, J. B., Gu, Y. Z., Jain, S., and Bradfield, C. A. (1998) The basic-
helix-loop-helix-PAS orphan MOP3 forms transcriptionally active complexes 
with circadian and hypoxia factors. Proceedings of the National Academy of 
Sciences of the United States of America 95, 5474-5479 
 79 
33. Kothari, S., Cizeau, J., McMillan-Ward, E., Israels, S. J., Bailes, M., Ens, K., 
Kirshenbaum, L. A., and Gibson, S. B. (2003) BNIP3 plays a role in hypoxic 
cell death in human epithelial cells that is inhibited by growth factors EGF and 
IGF. Oncogene 22, 4734-4744 
34. Bruick, R. K. (2000) Expression of the gene encoding the proapoptotic Nip3 
protein is induced by hypoxia. Proceedings of the National Academy of 
Sciences of the United States of America 97, 9082-9087 
35. Schaffer, L., Scheid, A., Spielmann, P., Breymann, C., Zimmermann, R., 
Meuli, M., Gassmann, M., Marti, H. H., and Wenger, R. H. (2003) Oxygen-
regulated expression of TGF-beta 3, a growth factor involved in trophoblast 
differentiation. Placenta 24, 941-950 
36. An, W. G., Kanekal, M., Simon, M. C., Maltepe, E., Blagosklonny, M. V., and 
Neckers, L. M. (1998) Stabilization of wild-type p53 by hypoxia-inducible 
factor 1alpha. Nature 392, 405-408 
37. Halterman, M. W., and Federoff, H. J. (1999) HIF-1alpha and p53 promote 
hypoxia-induced delayed neuronal death in models of CNS ischemia. 
Experimental neurology 159, 65-72 
38. Schubert, D. (2005) Glucose metabolism and Alzheimer's disease. Ageing 
research reviews 4, 240-257 
39. Patel, A. B., de Graaf, R. A., Mason, G. F., Kanamatsu, T., Rothman, D. L., 
Shulman, R. G., and Behar, K. L. (2004) Glutamatergic neurotransmission and 
neuronal glucose oxidation are coupled during intense neuronal activation. J 
Cereb Blood Flow Metab 24, 972-985 
40. Jessen, K. R. (2004) Glial cells. The international journal of biochemistry & 
cell biology 36, 1861-1867 
41. Nedergaard, M., Ransom, B., and Goldman, S. A. (2003) New roles for 
astrocytes: redefining the functional architecture of the brain. Trends in 
neurosciences 26, 523-530 
42. Pfrieger, F. W., and Barres, B. A. (1997) Synaptic efficacy enhanced by glial 
cells in vitro. Science (New York, N.Y 277, 1684-1687 
43. Song, H., Stevens, C. F., and Gage, F. H. (2002) Astroglia induce 
neurogenesis from adult neural stem cells. Nature 417, 39-44 
44. Leis, J. A., Bekar, L. K., and Walz, W. (2005) Potassium homeostasis in the 
ischemic brain. Glia 50, 407-416 
45. Bergles, D. E., and Jahr, C. E. (1998) Glial contribution to glutamate uptake at 
Schaffer collateral-commissural synapses in the hippocampus. J Neurosci 18, 
7709-7716 
46. Ballabh, P., Braun, A., and Nedergaard, M. (2004) The blood-brain barrier: an 
overview: structure, regulation, and clinical implications. Neurobiology of 
disease 16, 1-13 
47. Jensen, F. E. (2006) Developmental factors regulating susceptibility to 
perinatal brain injury and seizures. Current opinion in pediatrics 18, 628-633 
48. Volpe, J. J. (2003) Cerebral white matter injury of the premature infant-more 
common than you think. Pediatrics 112, 176-180 
49. Bergeron, M., Yu, A. Y., Solway, K. E., Semenza, G. L., and Sharp, F. R. 
(1999) Induction of hypoxia-inducible factor-1 (HIF-1) and its target genes 
following focal ischaemia in rat brain. The European journal of neuroscience 
11, 4159-4170 
 80 
50. Wiener, C. M., Booth, G., and Semenza, G. L. (1996) In vivo expression of 
mRNAs encoding hypoxia-inducible factor 1. Biochemical and biophysical 
research communications 225, 485-488 
51. Stroka, D. M., Burkhardt, T., Desbaillets, I., Wenger, R. H., Neil, D. A., 
Bauer, C., Gassmann, M., and Candinas, D. (2001) HIF-1 is expressed in 
normoxic tissue and displays an organ-specific regulation under systemic 
hypoxia. Faseb J 15, 2445-2453 
52. Jin, K. L., Mao, X. O., and Greenberg, D. A. (2000) Vascular endothelial 
growth factor: direct neuroprotective effect in in vitro ischemia. Proceedings 
of the National Academy of Sciences of the United States of America 97, 
10242-10247 
53. Chavez, J. C., Agani, F., Pichiule, P., and LaManna, J. C. (2000) Expression 
of hypoxia-inducible factor-1alpha in the brain of rats during chronic hypoxia. 
J Appl Physiol 89, 1937-1942 
54. Yanyan, C., Guoxian, Q., Yang, G., and Leting, W. (2007) Mechanism of 
hypoxia-induced factor 1alpha expression in endothelial cells of the human 
umbilical vein and its induction of apoptosis. Mol Biol Rep  
55. Curristin, S. M., Cao, A., Stewart, W. B., Zhang, H., Madri, J. A., Morrow, J. 
S., and Ment, L. R. (2002) Disrupted synaptic development in the hypoxic 
newborn brain. Proceedings of the National Academy of Sciences of the 
United States of America 99, 15729-15734 
56. Ogunshola, O. O., Antic, A., Donoghue, M. J., Fan, S. Y., Kim, H., Stewart, 
W. B., Madri, J. A., and Ment, L. R. (2002) Paracrine and autocrine functions 
of neuronal vascular endothelial growth factor (VEGF) in the central nervous 
system. The Journal of biological chemistry 277, 11410-11415 
57. Johnston, M. V., Trescher, W. H., and Taylor, G. A. (1995) Hypoxic and 
ischemic central nervous system disorders in infants and children. Advances in 
pediatrics 42, 1-45 
58. Vannucci, R. C. (1990) Experimental biology of cerebral hypoxia-ischemia: 
relation to perinatal brain damage. Pediatric research 27, 317-326 
59. Auer, R. N. (1991) Excitotoxic mechanisms, and age-related susceptibility to 
brain damage in ischemia, hypoglycemia and toxic mussel poisoning. 
Neurotoxicology 12, 541-546 
60. Towfighi, J., Mauger, D., Vannucci, R. C., and Vannucci, S. J. (1997) 
Influence of age on the cerebral lesions in an immature rat model of cerebral 
hypoxia-ischemia: a light microscopic study. Brain research 100, 149-160 
61. Qiu, L., Zhu, C., Wang, X., Xu, F., Eriksson, P. S., Nilsson, M., Cooper-Kuhn, 
C. M., Kuhn, H. G., and Blomgren, K. (2007) Less neurogenesis and 
inflammation in the immature than in the juvenile brain after cerebral hypoxia-
ischemia. J Cereb Blood Flow Metab 27, 785-794 
62. Suzuki, N., Kwee, I. L., and Nakada, T. (1992) Brain maturation and response 
to anoxia: 31P NMR spectroscopic studies in rat pups. Magn Reson Med 24, 
205-212 
63. Yager, J. Y., Wright, S., Armstrong, E. A., Jahraus, C. M., and Saucier, D. M. 
(2006) The influence of aging on recovery following ischemic brain damage. 
Behavioural brain research 173, 171-180 
64. Kolb, B. (2003) Overview of cortical plasticity and recovery from brain injury. 
Physical medicine and rehabilitation clinics of North America 14, S7-25, viii 
65. Johnston, M. V. (2004) Clinical disorders of brain plasticity. Brain & 
development 26, 73-80 
 81 
66. Vaccarino, F. M., and Ment, L. R. (2004) Injury and repair in developing 
brain. Archives of disease in childhood 89, F190-192 
67. McDonald, J. W., and Johnston, M. V. (1990) Physiological and 
pathophysiological roles of excitatory amino acids during central nervous 
system development. Brain Res Brain Res Rev 15, 41-70 
68. Monyer, H., and Seeburg, P. H. (1993) Constituents involved in glutamate 
receptor signaling. Hippocampus 3 Spec No, 125-129 
69. Ikonomidou, C., Bosch, F., Miksa, M., Bittigau, P., Vockler, J., Dikranian, K., 
Tenkova, T. I., Stefovska, V., Turski, L., and Olney, J. W. (1999) Blockade of 
NMDA receptors and apoptotic neurodegeneration in the developing brain. 
Science (New York, N.Y 283, 70-74 
70. Ogawa, S., Kitao, Y., and Hori, O. (2007) Ischemia-induced neuronal cell 
death and stress response. Antioxidants & redox signaling 9, 573-587 
71. Silverstein, F. S., Naik, B., and Simpson, J. (1991) Hypoxia-ischemia 
stimulates hippocampal glutamate efflux in perinatal rat brain: an in vivo 
microdialysis study. Pediatric research 30, 587-590 
72. Almeida, A., Delgado-Esteban, M., Bolanos, J. P., and Medina, J. M. (2002) 
Oxygen and glucose deprivation induces mitochondrial dysfunction and 
oxidative stress in neurones but not in astrocytes in primary culture. Journal of 
neurochemistry 81, 207-217 
73. Kass, I. S., and Lipton, P. (1989) Protection of hippocampal slices from young 
rats against anoxic transmission damage is due to better maintenance of ATP. 
The Journal of physiology 413, 1-11 
74. Ben-Ari, Y. (1992) Effects of anoxia and aglycemia on the adult and immature 
hippocampus. Biology of the neonate 62, 225-230 
75. Munns, S. E., Meloni, B. P., Knuckey, N. W., and Arthur, P. G. (2003) 
Primary cortical neuronal cultures reduce cellular energy utilization during 
anoxic energy deprivation. Journal of neurochemistry 87, 764-772 
76. Ferriero, D. M. (2001) Toward the recognition and treatment of perinatal 
stroke. Current opinion in pediatrics 13, 497-498 
77. Barkovich, A. J., Westmark, K. D., Bedi, H. S., Partridge, J. C., Ferriero, D. 
M., and Vigneron, D. B. (2001) Proton spectroscopy and diffusion imaging on 
the first day of life after perinatal asphyxia: preliminary report. Ajnr 22, 1786-
1794 
78. Schmidt-Kastner, R., and Freund, T. F. (1991) Selective vulnerability of the 
hippocampus in brain ischemia. Neuroscience 40, 599-636 
79. Jiang, X., Mu, D., Manabat, C., Koshy, A. A., Christen, S., Tauber, M. G., 
Vexler, Z. S., and Ferriero, D. M. (2004) Differential vulnerability of 
immature murine neurons to oxygen-glucose deprivation. Experimental 
neurology 190, 224-232 
80. Cardozo-Pelaez, F., Brooks, P. J., Stedeford, T., Song, S., and Sanchez-
Ramos, J. (2000) DNA damage, repair, and antioxidant systems in brain 
regions: a correlative study. Free radical biology & medicine 28, 779-785 
81. Xu, L., Sapolsky, R. M., and Giffard, R. G. (2001) Differential sensitivity of 
murine astrocytes and neurons from different brain regions to injury. 
Experimental neurology 169, 416-424 
82. Swanson, R. A. (1992) Astrocyte glutamate uptake during chemical hypoxia 
in vitro. Neuroscience letters 147, 143-146 
83. Ransom, B., Behar, T., and Nedergaard, M. (2003) New roles for astrocytes 
(stars at last). Trends in neurosciences 26, 520-522 
 82 
84. Griffin, S., Clark, J. B., and Canevari, L. (2005) Astrocyte-neurone 
communication following oxygen-glucose deprivation. Journal of 
neurochemistry 95, 1015-1022 
85. Chavez, J. C., Baranova, O., Lin, J., and Pichiule, P. (2006) The 
transcriptional activator hypoxia inducible factor 2 (HIF-2/EPAS-1) regulates 
the oxygen-dependent expression of erythropoietin in cortical astrocytes. J 
Neurosci 26, 9471-9481 
86. Walton, M., Connor, B., Lawlor, P., Young, D., Sirimanne, E., Gluckman, P., 
Cole, G., and Dragunow, M. (1999) Neuronal death and survival in two 
models of hypoxic-ischemic brain damage. Brain Res Brain Res Rev 29, 137-
168 
87. Mani, N., Khaibullina, A., Krum, J. M., and Rosenstein, J. M. (2005) 
Astrocyte growth effects of vascular endothelial growth factor (VEGF) 
application to perinatal neocortical explants: receptor mediation and signal 
transduction pathways. Experimental neurology 192, 394-406 
88. Sun, X., He, G., Qing, H., Zhou, W., Dobie, F., Cai, F., Staufenbiel, M., 
Huang, L. E., and Song, W. (2006) Hypoxia facilitates Alzheimer's disease 
pathogenesis by up-regulating BACE1 gene expression. Proceedings of the 
National Academy of Sciences of the United States of America 103, 18727-
18732 
89. Gibson, G. (1989) Causes of cell damage in hypoxia/ischemia, aging and 
Alzheimer's disease. Neurobiol Aging 10, 608-609; discussion 618-620 
90. Hoyer, A., Bardenheuer, H. J., Martin, E., and Plaschke, K. (2005) Amyloid 
precursor protein (APP) and its derivatives change after cellular energy 
depletion. An in vitro-study. J Neural Transm 112, 239-253 
91. Lewis, J., Dickson, D. W., Lin, W. L., Chisholm, L., Corral, A., Jones, G., 
Yen, S. H., Sahara, N., Skipper, L., Yager, D., Eckman, C., Hardy, J., Hutton, 
M., and McGowan, E. (2001) Enhanced neurofibrillary degeneration in 
transgenic mice expressing mutant tau and APP. Science (New York, N.Y 293, 
1487-1491 
92. Busciglio, J., and Yankner, B. A. (1995) Apoptosis and increased generation 
of reactive oxygen species in Down's syndrome neurons in vitro. Nature 378, 
776-779 
93. Baumann, K., Mandelkow, E. M., Biernat, J., Piwnica-Worms, H., and 
Mandelkow, E. (1993) Abnormal Alzheimer-like phosphorylation of tau-
protein by cyclin-dependent kinases cdk2 and cdk5. FEBS letters 336, 417-
424 
94. Steinhilb, M. L., Dias-Santagata, D., Mulkearns, E. E., Shulman, J. M., 
Biernat, J., Mandelkow, E. M., and Feany, M. B. (2007) S/P and T/P 
phosphorylation is critical for tau neurotoxicity in Drosophila. Journal of 
neuroscience research 85, 1271-1278 
95. Alvarez, A., Munoz, J. P., and Maccioni, R. B. (2001) A Cdk5-p35 stable 
complex is involved in the beta-amyloid-induced deregulation of Cdk5 
activity in hippocampal neurons. Experimental cell research 264, 266-274 
96. Alvarez, A., Toro, R., Caceres, A., and Maccioni, R. B. (1999) Inhibition of 
tau phosphorylating protein kinase cdk5 prevents beta-amyloid-induced 
neuronal death. FEBS letters 459, 421-426 
97. Otth, C., Concha, II, Arendt, T., Stieler, J., Schliebs, R., Gonzalez-Billault, C., 
and Maccioni, R. B. (2002) AbetaPP induces cdk5-dependent tau 
hyperphosphorylation in transgenic mice Tg2576. J Alzheimers Dis 4, 417-430 
 83 
98. Van den Haute, C., Spittaels, K., Van Dorpe, J., Lasrado, R., Vandezande, K., 
Laenen, I., Geerts, H., and Van Leuven, F. (2001) Coexpression of human 
cdk5 and its activator p35 with human protein tau in neurons in brain of triple 
transgenic mice. Neurobiology of disease 8, 32-44 
99. Tamaoka, A., Sawamura, N., Fukushima, T., Shoji, S., Matsubara, E., Shoji, 
M., Hirai, S., Furiya, Y., Endoh, R., and Mori, H. (1997) Amyloid beta protein 
42(43) in cerebrospinal fluid of patients with Alzheimer's disease. Journal of 
the neurological sciences 148, 41-45 
100. Jendroska, K., Poewe, W., Daniel, S. E., Pluess, J., Iwerssen-Schmidt, H., 
Paulsen, J., Barthel, S., Schelosky, L., Cervos-Navarro, J., and DeArmond, S. 
J. (1995) Ischemic stress induces deposition of amyloid beta immunoreactivity 
in human brain. Acta Neuropathol (Berl) 90, 461-466 
101. Shi, J., Perry, G., Smith, M. A., and Friedland, R. P. (2000) Vascular 
abnormalities: the insidious pathogenesis of Alzheimer's disease. Neurobiol 
Aging 21, 357-361 
102. de la Monte, S. M., Neely, T. R., Cannon, J., and Wands, J. R. (2000) 
Oxidative stress and hypoxia-like injury cause Alzheimer-type molecular 
abnormalities in central nervous system neurons. Cell Mol Life Sci 57, 1471-
1481 
103. Bernaudin, M., Nedelec, A. S., Divoux, D., MacKenzie, E. T., Petit, E., and 
Schumann-Bard, P. (2002) Normobaric hypoxia induces tolerance to focal 
permanent cerebral ischemia in association with an increased expression of 
hypoxia-inducible factor-1 and its target genes, erythropoietin and VEGF, in 
the adult mouse brain. J Cereb Blood Flow Metab 22, 393-403 
104. Dirnagl, U., Simon, R. P., and Hallenbeck, J. M. (2003) Ischemic tolerance 
and endogenous neuroprotection. Trends in neurosciences 26, 248-254 
105. Bruer, U., Weih, M. K., Isaev, N. K., Meisel, A., Ruscher, K., Bergk, A., 
Trendelenburg, G., Wiegand, F., Victorov, I. V., and Dirnagl, U. (1997) 
Induction of tolerance in rat cortical neurons: hypoxic preconditioning. FEBS 
letters 414, 117-121 
106. Khaspekov, L., Shamloo, M., Victorov, I., and Wieloch, T. (1998) Sublethal in 
vitro glucose-oxygen deprivation protects cultured hippocampal neurons 
against a subsequent severe insult. Neuroreport 9, 1273-1276 
107. Arthur, P. G., Lim, S. C., Meloni, B. P., Munns, S. E., Chan, A., and Knuckey, 
N. W. (2004) The protective effect of hypoxic preconditioning on cortical 
neuronal cultures is associated with increases in the activity of several 
antioxidant enzymes. Brain Res 1017, 146-154 
108. Grimm, C., Wenzel, A., Acar, N., Keller, S., Seeliger, M., and Gassmann, M. 
(2006) Hypoxic preconditioning and erythropoietin protect retinal neurons 
from degeneration. Advances in experimental medicine and biology 588, 119-
131 
109. Kilic, E., Kilic, U., Soliz, J., Bassetti, C. L., Gassmann, M., and Hermann, D. 
M. (2005) Brain-derived erythropoietin protects from focal cerebral ischemia 
by dual activation of ERK-1/-2 and Akt pathways. Faseb J 19, 2026-2028 
110. Liu, R., Suzuki, A., Guo, Z., Mizuno, Y., and Urabe, T. (2006) Intrinsic and 
extrinsic erythropoietin enhances neuroprotection against ischemia and 
reperfusion injury in vitro. Journal of neurochemistry 96, 1101-1110 
111. Liu, J., Narasimhan, P., Yu, F., and Chan, P. H. (2005) Neuroprotection by 
hypoxic preconditioning involves oxidative stress-mediated expression of 
 84 
hypoxia-inducible factor and erythropoietin. Stroke; a journal of cerebral 
circulation 36, 1264-1269 
112. Grimm, C., Hermann, D. M., Bogdanova, A., Hotop, S., Kilic, U., Wenzel, A., 
Kilic, E., and Gassmann, M. (2005) Neuroprotection by hypoxic 
preconditioning: HIF-1 and erythropoietin protect from retinal degeneration. 
Seminars in cell & developmental biology 16, 531-538 
113. Sinor, A. D., Irvin, S. M., Cobbs, C. S., Chen, J., Graham, S. H., and 
Greenberg, D. A. (1998) Hypoxic induction of vascular endothelial growth 
factor (VEGF) protein in astroglial cultures. Brain Res 812, 289-291 
114. Malyshev, I. Y., Wiegant, F. A., Mashina, S. Y., Torshin, V. I., Goryacheva, 
A. V., Khomenko, I. P., Kruglov, S. V., Pokidyshev, D. A., Popkova, E. V., 
Pshennikova, M. G., Vlasova, M. A., Zelenina, O. M., and Manukhina, E. B. 
(2005) Possible use of adaptation to hypoxia in Alzheimer's disease: a 
hypothesis. Med Sci Monit 11, HY31-38 
115. Chong, Z. Z., Li, F., and Maiese, K. (2005) Erythropoietin requires NF-
kappaB and its nuclear translocation to prevent early and late apoptotic 
neuronal injury during beta-amyloid toxicity. Current neurovascular research 
2, 387-399 
116. Molitoris, B. A., Dahl, R., and Hosford, M. (1996) Cellular ATP depletion 
induces disruption of the spectrin cytoskeletal network. The American journal 
of physiology 271, F790-798 
117. Woroniecki, R., Ferdinand, J. R., Morrow, J. S., and Devarajan, P. (2003) 
Dissociation of spectrin-ankyrin complex as a basis for loss of Na-K-ATPase 
polarity after ischemia. Am J Physiol Renal Physiol 284, F358-364 
118. Watabe-Uchida, M., Govek, E. E., and Van Aelst, L. (2006) Regulators of 
Rho GTPases in neuronal development. J Neurosci 26, 10633-10635 
119. Smith, D. (2003) Cdk5 in neuroskeletal dynamics. Neuro-Signals 12, 239-251 
120. Cheng, Q., Sasaki, Y., Shoji, M., Sugiyama, Y., Tanaka, H., Nakayama, T., 
Mizuki, N., Nakamura, F., Takei, K., and Goshima, Y. (2003) Cdk5/p35 and 
Rho-kinase mediate ephrin-A5-induced signaling in retinal ganglion cells. 
Molecular and cellular neurosciences 24, 632-645 
121. Cheung, Z. H., and Ip, N. Y. (2007) The roles of cyclin-dependent kinase 5 in 
dendrite and synapse development. Biotechnology journal 2, 949-957 
122. Mendoza-Naranjo, A., Gonzalez-Billault, C., and Maccioni, R. B. (2007) 
Abeta1-42 stimulates actin polymerization in hippocampal neurons through 
Rac1 and Cdc42 Rho GTPases. Journal of cell science 120, 279-288 
123. Lippa, C. F., Hamos, J. E., Pulaski-Salo, D., DeGennaro, L. J., and Drachman, 
D. A. (1992) Alzheimer's disease and aging: effects on perforant pathway 
perikarya and synapses. Neurobiol Aging 13, 405-411 
124. Hirano, A. (1994) Hirano bodies and related neuronal inclusions. 
Neuropathology and applied neurobiology 20, 3-11 
125. Galloway, P. G., Perry, G., and Gambetti, P. (1987) Hirano body filaments 
contain actin and actin-associated proteins. Journal of neuropathology and 
experimental neurology 46, 185-199 
126. Hinshaw, D. B., Armstrong, B. C., Burger, J. M., Beals, T. F., and Hyslop, P. 
A. (1988) ATP and microfilaments in cellular oxidant injury. The American 
journal of pathology 132, 479-488 
127. Kwon, O., Phillips, C. L., and Molitoris, B. A. (2002) Ischemia induces 
alterations in actin filaments in renal vascular smooth muscle cells. Am J 
Physiol Renal Physiol 282, F1012-1019 
 85 
128. Friedman, J. E., Chow, E. J., and Haddad, G. G. (1998) State of actin 
filaments is changed by anoxia in cultured rat neocortical neurons. 
Neuroscience 82, 421-427 
129. Stys, P. K., and Jiang, Q. (2002) Calpain-dependent neurofilament breakdown 
in anoxic and ischemic rat central axons. Neuroscience letters 328, 150-154 
130. Liu, R., Pei, J. J., Wang, X. C., Zhou, X. W., Tian, Q., Winblad, B., and 
Wang, J. Z. (2005) Acute anoxia induces tau dephosphorylation in rat brain 
slices and its possible underlying mechanisms. Journal of neurochemistry 94, 
1225-1234 
131. Wen, Y., Yang, S. H., Liu, R., Perez, E. J., Brun-Zinkernagel, A. M., Koulen, 
P., and Simpkins, J. W. (2007) Cdk5 is involved in NFT-like tauopathy 
induced by transient cerebral ischemia in female rats. Biochimica et 
biophysica acta 1772, 473-483 
132. Turcotte, S., Desrosiers, R. R., and Beliveau, R. (2003) HIF-1alpha mRNA 
and protein upregulation involves Rho GTPase expression during hypoxia in 
renal cell carcinoma. Journal of cell science 116, 2247-2260 
133. Shen, W. G., Xue, Q. Y., Wu, Y. D., Hu, B. S., Zhu, J., Zhang, Y., and Su, Q. 
(2007) Melanoma-associated antigen family protein-D1 regulation of tumor 
cell migration, adhesion to endothelium, and actin structures reorganization in 
response to hypoxic stress. Cell communication & adhesion 14, 21-31 
134. Hirota, K., Fukuda, R., Takabuchi, S., Kizaka-Kondoh, S., Adachi, T., 
Fukuda, K., and Semenza, G. L. (2004) Induction of hypoxia-inducible factor 
1 activity by muscarinic acetylcholine receptor signaling. The Journal of 
biological chemistry 279, 41521-41528 
135. Hellmich, M. R., Pant, H. C., Wada, E., and Battey, J. F. (1992) Neuronal 
cdc2-like kinase: a cdc2-related protein kinase with predominantly neuronal 
expression. Proceedings of the National Academy of Sciences of the United 
States of America 89, 10867-10871 
136. Mapelli, M., and Musacchio, A. (2003) The structural perspective on CDK5. 
Neuro-Signals 12, 164-172 
137. Tsai, L. H., Takahashi, T., Caviness, V. S., Jr., and Harlow, E. (1993) Activity 
and expression pattern of cyclin-dependent kinase 5 in the embryonic mouse 
nervous system. Development (Cambridge, England) 119, 1029-1040 
138. Lim, H. Y., Seow, K. T., Li, Q., Kesuma, D., Wang, J. H., and Qi, R. Z. 
(2001) Structural Insights into Cdk5 activation by a neuronal Cdk5 activator. 
Biochemical and biophysical research communications 285, 77-83 
139. Chou, K. C., Watenpaugh, K. D., and Heinrikson, R. L. (1999) A model of the 
complex between cyclin-dependent kinase 5 and the activation domain of 
neuronal Cdk5 activator. Biochemical and biophysical research 
communications 259, 420-428 
140. Yamada, M., Saito, T., Sato, Y., Kawai, Y., Sekigawa, A., Hamazumi, Y., 
Asada, A., Wada, M., Doi, H., and Hisanaga, S. (2007) Cdk5--p39 is a labile 
complex with the similar substrate specificity to Cdk5--p35. Journal of 
neurochemistry 102, 1477-1487 
141. Hisanaga, S., and Saito, T. (2003) The regulation of cyclin-dependent kinase 5 
activity through the metabolism of p35 or p39 Cdk5 activator. Neuro-Signals 
12, 221-229 
142. Amin, N. D., Albers, W., and Pant, H. C. (2002) Cyclin-dependent kinase 5 
(cdk5) activation requires interaction with three domains of p35. Journal of 
neuroscience research 67, 354-362 
 86 
143. Qi, Z., Tang, D., Matsuura, I., Lee, K. Y., Zhu, X., Huang, Q. Q., and Wang, J. 
H. (1995) Regulatory properties of neuronal cdc2-like kinase. Molecular and 
cellular biochemistry 149-150, 35-39 
144. Tang, D., Yeung, J., Lee, K. Y., Matsushita, M., Matsui, H., Tomizawa, K., 
Hatase, O., and Wang, J. H. (1995) An isoform of the neuronal cyclin-
dependent kinase 5 (Cdk5) activator. The Journal of biological chemistry 270, 
26897-26903 
145. Sharma, P., Sharma, M., Amin, N. D., Albers, R. W., and Pant, H. C. (1999) 
Regulation of cyclin-dependent kinase 5 catalytic activity by phosphorylation. 
Proceedings of the National Academy of Sciences of the United States of 
America 96, 11156-11160 
146. Lew, J., Huang, Q. Q., Qi, Z., Winkfein, R. J., Aebersold, R., Hunt, T., and 
Wang, J. H. (1994) A brain-specific activator of cyclin-dependent kinase 5. 
Nature 371, 423-426 
147. Tsai, L. H., Delalle, I., Caviness, V. S., Jr., Chae, T., and Harlow, E. (1994) 
p35 is a neural-specific regulatory subunit of cyclin-dependent kinase 5. 
Nature 371, 419-423 
148. Lew, J., Qi, Z., Huang, Q. Q., Paudel, H., Matsuura, I., Matsushita, M., Zhu, 
X., and Wang, J. H. (1995) Structure, function, and regulation of neuronal 
Cdc2-like protein kinase. Neurobiol Aging 16, 263-268; discussion 268-270 
149. Wu, D. C., Yu, Y. P., Lee, N. T., Yu, A. C., Wang, J. H., and Han, Y. F. 
(2000) The expression of Cdk5, p35, p39, and Cdk5 kinase activity in 
developing, adult, and aged rat brains. Neurochemical research 25, 923-929 
150. Lu, T., Pan, Y., Kao, S. Y., Li, C., Kohane, I., Chan, J., and Yankner, B. A. 
(2004) Gene regulation and DNA damage in the ageing human brain. Nature 
429, 883-891 
151. Blondel, M., and Meijer, L. (2007) Editorial: role of cyclin-dependent kinase-
5 (Cdk5) in the central nervous system. Biotechnology journal 2, 914-915 
152. Cheung, Z. H., and Ip, N. Y. (2004) Cdk5: mediator of neuronal death and 
survival. Neuroscience letters 361, 47-51 
153. Dhavan, R., and Tsai, L. H. (2001) A decade of CDK5. Nat Rev Mol Cell Biol 
2, 749-759 
154. Tang, D., Lee, K. Y., Qi, Z., Matsuura, I., and Wang, J. H. (1996) Neuronal 
Cdc2-like kinase: from cell cycle to neuronal function. Biochemistry and cell 
biology = Biochimie et biologie cellulaire 74, 419-429 
155. Ino, H., and Chiba, T. (1996) Intracellular localization of cyclin-dependent 
kinase 5 (CDK5) in mouse neuron: CDK5 is located in both nucleus and 
cytoplasm. Brain Res 732, 179-185 
156. Fu, X., Choi, Y. K., Qu, D., Yu, Y., Cheung, N. S., and Qi, R. Z. (2006) 
Identification of nuclear import mechanisms for the neuronal Cdk5 activator. 
The Journal of biological chemistry 281, 39014-39021 
157. Qu, D., Li, Q., Lim, H. Y., Cheung, N. S., Li, R., Wang, J. H., and Qi, R. Z. 
(2002) The protein SET binds the neuronal Cdk5 activator p35nck5a and 
modulates Cdk5/p35nck5a activity. The Journal of biological chemistry 277, 
7324-7332 
158. Goshima, Y. (2006) [Molecular mechanism of axon guidance]. Nihon shinkei 
seishin yakurigaku zasshi = Japanese journal of psychopharmacology 26, 
135-140 
 87 
159. Xie, Z., Samuels, B. A., and Tsai, L. H. (2006) Cyclin-dependent kinase 5 
permits efficient cytoskeletal remodeling--a hypothesis on neuronal migration. 
Cereb Cortex 16 Suppl 1, i64-68 
160. Fischer, A., Sananbenesi, F., Pang, P. T., Lu, B., and Tsai, L. H. (2005) 
Opposing roles of transient and prolonged expression of p25 in synaptic 
plasticity and hippocampus-dependent memory. Neuron 48, 825-838 
161. Pant, A. C., Veeranna, Pant, H. C., and Amin, N. (1997) Phosphorylation of 
human high molecular weight neurofilament protein (hNF-H) by neuronal 
cyclin-dependent kinase 5 (cdk5). Brain Res 765, 259-266 
162. Sharma, P., Barchi, J. J., Jr., Huang, X., Amin, N. D., Jaffe, H., and Pant, H. 
C. (1998) Site-specific phosphorylation of Lys-Ser-Pro repeat peptides from 
neurofilament H by cyclin-dependent kinase 5: structural basis for substrate 
recognition. Biochemistry 37, 4759-4766 
163. Sharma, P., Steinbach, P. J., Sharma, M., Amin, N. D., Barchi, J. J., Jr., and 
Pant, H. C. (1999) Identification of substrate binding site of cyclin-dependent 
kinase 5. The Journal of biological chemistry 274, 9600-9606 
164. Starr, R., Hall, F. L., and Monteiro, M. J. (1996) A cdc2-like kinase distinct 
from cdk5 is associated with neurofilaments. Journal of cell science 109 ( Pt 
6), 1565-1573 
165. Hisanaga, S., Uchiyama, M., Hosoi, T., Yamada, K., Honma, N., Ishiguro, K., 
Uchida, T., Dahl, D., Ohsumi, K., and Kishimoto, T. (1995) Porcine brain 
neurofilament-H tail domain kinase: its identification as cdk5/p26 complex 
and comparison with cdc2/cyclin B kinase. Cell motility and the cytoskeleton 
31, 283-297 
166. Matsubara, M., Kusubata, M., Ishiguro, K., Uchida, T., Titani, K., and 
Taniguchi, H. (1996) Site-specific phosphorylation of synapsin I by mitogen-
activated protein kinase and Cdk5 and its effects on physiological functions. 
The Journal of biological chemistry 271, 21108-21113 
167. Humbert, S., Dhavan, R., and Tsai, L. (2000) p39 activates cdk5 in neurons, 
and is associated with the actin cytoskeleton. Journal of cell science 113 ( Pt 
6), 975-983 
168. Bibb, J. A., Snyder, G. L., Nishi, A., Yan, Z., Meijer, L., Fienberg, A. A., 
Tsai, L. H., Kwon, Y. T., Girault, J. A., Czernik, A. J., Huganir, R. L., 
Hemmings, H. C., Jr., Nairn, A. C., and Greengard, P. (1999) Phosphorylation 
of DARPP-32 by Cdk5 modulates dopamine signalling in neurons. Nature 
402, 669-671 
169. Morabito, M. A., Sheng, M., and Tsai, L. H. (2004) Cyclin-dependent kinase 5 
phosphorylates the N-terminal domain of the postsynaptic density protein 
PSD-95 in neurons. J Neurosci 24, 865-876 
170. Kesavapany, S., Li, B. S., and Pant, H. C. (2003) Cyclin-dependent kinase 5 in 
neurofilament function and regulation. Neuro-Signals 12, 252-264 
171. Grant, P., Sharma, P., and Pant, H. C. (2001) Cyclin-dependent protein kinase 
5 (Cdk5) and the regulation of neurofilament metabolism. European journal of 
biochemistry / FEBS 268, 1534-1546 
172. Sengupta, A., Grundke-Iqbal, I., and Iqbal, K. (2006) Regulation of 
phosphorylation of tau by protein kinases in rat brain. Neurochemical research 
31, 1473-1480 
173. Cruz, J. C., and Tsai, L. H. (2004) A Jekyll and Hyde kinase: roles for Cdk5 in 
brain development and disease. Current opinion in neurobiology 14, 390-394 
 88 
174. Fischer, A., Sananbenesi, F., Spiess, J., and Radulovic, J. (2003) Cdk5 in the 
adult non-demented brain. Current drug targets 2, 375-381 
175. Chae, T., Kwon, Y. T., Bronson, R., Dikkes, P., Li, E., and Tsai, L. H. (1997) 
Mice lacking p35, a neuronal specific activator of Cdk5, display cortical 
lamination defects, seizures, and adult lethality. Neuron 18, 29-42 
176. Kwon, Y. T., and Tsai, L. H. (1998) A novel disruption of cortical 
development in p35(-/-) mice distinct from reeler. The Journal of comparative 
neurology 395, 510-522 
177. Li, B. S., Zhang, L., Takahashi, S., Ma, W., Jaffe, H., Kulkarni, A. B., and 
Pant, H. C. (2002) Cyclin-dependent kinase 5 prevents neuronal apoptosis by 
negative regulation of c-Jun N-terminal kinase 3. The EMBO journal 21, 324-
333 
178. Camins, A., Verdaguer, E., Folch, J., Canudas, A. M., and Pallas, M. (2006) 
The role of CDK5/P25 formation/inhibition in neurodegeneration. Drug news 
& perspectives 19, 453-460 
179. Smith, P. D., Mount, M. P., Shree, R., Callaghan, S., Slack, R. S., Anisman, 
H., Vincent, I., Wang, X., Mao, Z., and Park, D. S. (2006) Calpain-regulated 
p35/cdk5 plays a central role in dopaminergic neuron death through 
modulation of the transcription factor myocyte enhancer factor 2. J Neurosci 
26, 440-447 
180. Kamei, H., Saito, T., Ozawa, M., Fujita, Y., Asada, A., Bibb, J. A., Saido, T. 
C., Sorimachi, H., and Hisanaga, S. (2007) Suppression of calpain-dependent 
cleavage of the CDK5 activator p35 to p25 by site-specific phosphorylation. 
The Journal of biological chemistry 282, 1687-1694 
181. Patrick, G. N., Zukerberg, L., Nikolic, M., de la Monte, S., Dikkes, P., and 
Tsai, L. H. (1999) Conversion of p35 to p25 deregulates Cdk5 activity and 
promotes neurodegeneration. Nature 402, 615-622 
182. Kusakawa, G., Saito, T., Onuki, R., Ishiguro, K., Kishimoto, T., and Hisanaga, 
S. (2000) Calpain-dependent proteolytic cleavage of the p35 cyclin-dependent 
kinase 5 activator to p25. The Journal of biological chemistry 275, 17166-
17172 
183. Hashiguchi, M., Saito, T., Hisanaga, S., and Hashiguchi, T. (2002) Truncation 
of CDK5 activator p35 induces intensive phosphorylation of Ser202/Thr205 of 
human tau. The Journal of biological chemistry 277, 44525-44530 
184. Green, S. L., Kulp, K. S., and Vulliet, R. (1997) Cyclin-dependent protein 
kinase 5 activity increases in rat brain following ischemia. Neurochemistry 
international 31, 617-623 
185. Hayashi, T., Warita, H., Abe, K., and Itoyama, Y. (1999) Expression of 
cyclin-dependent kinase 5 and its activator p35 in rat brain after middle 
cerebral artery occlusion. Neuroscience letters 265, 37-40 
186. Mitsios, N., Pennucci, R., Krupinski, J., Sanfeliu, C., Gaffney, J., Kumar, P., 
Kumar, S., Juan-Babot, O., and Slevin, M. (2007) Expression of cyclin-
dependent kinase 5 mRNA and protein in the human brain following acute 
ischemic stroke. Brain pathology (Zurich, Switzerland) 17, 11-23 
187. Wang, J., Liu, S., Fu, Y., Wang, J. H., and Lu, Y. (2003) Cdk5 activation 
induces hippocampal CA1 cell death by directly phosphorylating NMDA 
receptors. Nature neuroscience 6, 1039-1047 
188. Weishaupt, J. H., Kussmaul, L., Grotsch, P., Heckel, A., Rohde, G., Romig, 
H., Bahr, M., and Gillardon, F. (2003) Inhibition of CDK5 is protective in 
 89 
necrotic and apoptotic paradigms of neuronal cell death and prevents 
mitochondrial dysfunction. Molecular and cellular neurosciences 24, 489-502 
189. Rashidian, J., Iyirhiaro, G., Aleyasin, H., Rios, M., Vincent, I., Callaghan, S., 
Bland, R. J., Slack, R. S., During, M. J., and Park, D. S. (2005) Multiple 
cyclin-dependent kinases signals are critical mediators of ischemia/hypoxic 
neuronal death in vitro and in vivo. Proceedings of the National Academy of 
Sciences of the United States of America 102, 14080-14085 
190. Gong, X., Tang, X., Wiedmann, M., Wang, X., Peng, J., Zheng, D., Blair, L. 
A., Marshall, J., and Mao, Z. (2003) Cdk5-mediated inhibition of the 
protective effects of transcription factor MEF2 in neurotoxicity-induced 
apoptosis. Neuron 38, 33-46 
191. Zhang, J., Krishnamurthy, P. K., and Johnson, G. V. (2002) Cdk5 
phosphorylates p53 and regulates its activity. Journal of neurochemistry 81, 
307-313 
192. Vartiainen, N., Keksa-Goldsteine, V., Goldsteins, G., and Koistinaho, J. 
(2002) Aspirin provides cyclin-dependent kinase 5-dependent protection 
against subsequent hypoxia/reoxygenation damage in culture. Journal of 
neurochemistry 82, 329-335 
193. Zechel, J. L., Gamboa, J. L., Peterson, A. G., Puchowicz, M. A., Selman, W. 
R., and Lust, W. D. (2005) Neuronal migration is transiently delayed by 
prenatal exposure to intermittent hypoxia. Birth defects research 74, 287-299 
194. O'Hare, M. J., Kushwaha, N., Zhang, Y., Aleyasin, H., Callaghan, S. M., 
Slack, R. S., Albert, P. R., Vincent, I., and Park, D. S. (2005) Differential roles 
of nuclear and cytoplasmic cyclin-dependent kinase 5 in apoptotic and 
excitotoxic neuronal death. J Neurosci 25, 8954-8966 
195. Bernstein, B. W., and Bamburg, J. R. (2003) Actin-ATP hydrolysis is a major 
energy drain for neurons. J Neurosci 23, 1-6 
196. Magin, T. M., Reichelt, J., and Hatzfeld, M. (2004) Emerging functions: 
diseases and animal models reshape our view of the cytoskeleton. 
Experimental cell research 301, 91-102 
197. Semenza, G. L. (2006) Regulation of physiological responses to continuous 
and intermittent hypoxia by hypoxia-inducible factor 1. Experimental 
physiology 91, 803-806 
198. Ridley, A. J. (2006) Rho GTPases and actin dynamics in membrane 
protrusions and vesicle trafficking. Trends in cell biology 16, 522-529 
199. Ma, E., and Haddad, G. (1999) A Drosophila CDK5alpha-like molecule and 
its possible role in response to O(2) deprivation. Biochemical and biophysical 
research communications 261, 459-463 
200. Strocchi, P., Pession, A., and Dozza, B. (2003) Up-regulation of cDK5/p35 by 
oxidative stress in human neuroblastoma IMR-32 cells. Journal of cellular 
biochemistry 88, 758-765 
201. Crespo-Biel, N., Canudas, A. M., Camins, A., and Pallas, M. (2007) Kainate 
induces AKT, ERK and cdk5/GSK3beta pathway deregulation, 
phosphorylates tau protein in mouse hippocampus. Neurochemistry 
international 50, 435-442 
202. Baranova, O., Miranda, L. F., Pichiule, P., Dragatsis, I., Johnson, R. S., and 
Chavez, J. C. (2007) Neuron-specific inactivation of the hypoxia inducible 
factor 1 alpha increases brain injury in a mouse model of transient focal 
cerebral ischemia. J Neurosci 27, 6320-6332 
 90 
203. Hamrick, S. E., McQuillen, P. S., Jiang, X., Mu, D., Madan, A., and Ferriero, 
D. M. (2005) A role for hypoxia-inducible factor-1alpha in desferoxamine 
neuroprotection. Neuroscience letters 379, 96-100 
204. Wang, G. L., Jiang, B. H., and Semenza, G. L. (1995) Effect of protein kinase 
and phosphatase inhibitors on expression of hypoxia-inducible factor 1. 
Biochemical and biophysical research communications 216, 669-675 
205. Silva, R. F., Falcao, A. S., Fernandes, A., Gordo, A. C., Brito, M. A., and 
Brites, D. (2006) Dissociated primary nerve cell cultures as models for 
assessment of neurotoxicity. Toxicology letters 163, 1-9 
206. Hawasli, A. H., Benavides, D. R., Nguyen, C., Kansy, J. W., Hayashi, K., 
Chambon, P., Greengard, P., Powell, C. M., Cooper, D. C., and Bibb, J. A. 
(2007) Cyclin-dependent kinase 5 governs learning and synaptic plasticity via 
control of NMDAR degradation. Nature neuroscience 10, 880-886 
207. Cheung, Z. H., Fu, A. K., and Ip, N. Y. (2006) Synaptic roles of Cdk5: 
implications in higher cognitive functions and neurodegenerative diseases. 
Neuron 50, 13-18 
208. Yip, Y. P., Capriotti, C., Drill, E., Tsai, L. H., and Yip, J. W. (2007) Cdk5 
selectively affects the migration of different populations of neurons in the 
developing spinal cord. The Journal of comparative neurology 503, 297-307 
209. Fogal, B., Hewett, J. A., and Hewett, S. J. (2005) Interleukin-1beta potentiates 
neuronal injury in a variety of injury models involving energy deprivation. 
Journal of neuroimmunology 161, 93-100 
210. Attucci, S., Clodfelter, G. V., Thibault, O., Staton, J., Moroni, F., Landfield, P. 
W., and Porter, N. M. (2002) Group I metabotropic glutamate receptor 
inhibition selectively blocks a prolonged Ca(2+) elevation associated with 
age-dependent excitotoxicity. Neuroscience 112, 183-194 
211. Li, Y., Powers, C., Jiang, N., and Chopp, M. (1998) Intact, injured, necrotic 
and apoptotic cells after focal cerebral ischemia in the rat. Journal of the 
neurological sciences 156, 119-132 
212. Yue, X., Mehmet, H., Penrice, J., Cooper, C., Cady, E., Wyatt, J. S., Reynolds, 
E. O., Edwards, A. D., and Squier, M. V. (1997) Apoptosis and necrosis in the 
newborn piglet brain following transient cerebral hypoxia-ischaemia. 
Neuropathology and applied neurobiology 23, 16-25 
213. Lieberthal, W., Menza, S. A., and Levine, J. S. (1998) Graded ATP depletion 
can cause necrosis or apoptosis of cultured mouse proximal tubular cells. The 
American journal of physiology 274, F315-327 
214. Paglini, G., and Caceres, A. (2001) The role of the Cdk5--p35 kinase in 
neuronal development. European journal of biochemistry / FEBS 268, 1528-
1533 
215. Reiner, O., and Sapir, T. (2006) Cdk5 checks p27kip1 in neuronal migration. 
Nature cell biology 8, 11-13 
216. Taniguchi, M., Taoka, M., Itakura, M., Asada, A., Saito, T., Kinoshita, M., 
Takahashi, M., Isobe, T., and Hisanaga, S. (2007) Phosphorylation of adult 
type Sept5 (CDCrel-1) by cyclin-dependent kinase 5 inhibits interaction with 
syntaxin-1. The Journal of biological chemistry 282, 7869-7876 
217. Guo, Q. (2006) When good Cdk5 turns bad. Sci Aging Knowledge Environ 
2006, pe5 
218. Sen, A., Thom, M., Martinian, L., Jacobs, T., Nikolic, M., and Sisodiya, S. M. 
(2006) Deregulation of cdk5 in Hippocampal sclerosis. Journal of 
neuropathology and experimental neurology 65, 55-66 
 91 
219. Giese, K. P. (2007) Novel Insights into the Beneficial and Detrimental Actions 
of Cdk5. Mol Interv 7, 246-248 
220. Saito, T., Onuki, R., Fujita, Y., Kusakawa, G., Ishiguro, K., Bibb, J. A., 
Kishimoto, T., and Hisanaga, S. (2003) Developmental regulation of the 
proteolysis of the p35 cyclin-dependent kinase 5 activator by phosphorylation. 
J Neurosci 23, 1189-1197 
221. Lee, M. S., Kwon, Y. T., Li, M., Peng, J., Friedlander, R. M., and Tsai, L. H. 
(2000) Neurotoxicity induces cleavage of p35 to p25 by calpain. Nature 405, 
360-364 
222. Wang, Y., Xie, W. Y., He, Y., Wang, M., Yang, Y. R., Zhang, Y., Yin, D. M., 
Jordan-Sciutto, K. L., Han, J. S., and Wang, Y. (2006) Role of CDK5 in 
neuroprotection from serum deprivation by mu-opioid receptor agonist. 
Experimental neurology 202, 313-323 
223. Anne, S. L., Saudou, F., and Humbert, S. (2007) Phosphorylation of 
huntingtin by cyclin-dependent kinase 5 is induced by DNA damage and 
regulates wild-type and mutant huntingtin toxicity in neurons. J Neurosci 27, 
7318-7328 
224. Lee, K. Y., Rosales, J. L., Tang, D., and Wang, J. H. (1996) Interaction of 
cyclin-dependent kinase 5 (Cdk5) and neuronal Cdk5 activator in bovine 
brain. The Journal of biological chemistry 271, 1538-1543 
225. Bailly, K., Ridley, A. J., Hall, S. M., and Haworth, S. G. (2004) RhoA 
activation by hypoxia in pulmonary arterial smooth muscle cells is age and site 
specific. Circulation research 94, 1383-1391 
226. Wojciak-Stothard, B., Tsang, L. Y., and Haworth, S. G. (2005) Rac and Rho 
play opposing roles in the regulation of hypoxia/reoxygenation-induced 
permeability changes in pulmonary artery endothelial cells. American journal 
of physiology 288, L749-760 
227. Wojciak-Stothard, B., Tsang, L. Y., Paleolog, E., Hall, S. M., and Haworth, S. 
G. (2006) Rac1 and RhoA as regulators of endothelial phenotype and barrier 
function in hypoxia-induced neonatal pulmonary hypertension. American 
journal of physiology 290, L1173-1182 
228. Jacobs, T., Causeret, F., Nishimura, Y. V., Terao, M., Norman, A., Hoshino, 
M., and Nikolic, M. (2007) Localized activation of p21-activated kinase 
controls neuronal polarity and morphology. J Neurosci 27, 8604-8615 
229. Santos Da Silva, J., Schubert, V., and Dotti, C. G. (2004) RhoA, Rac1, and 
cdc42 intracellular distribution shift during hippocampal neuron development. 
Molecular and cellular neurosciences 27, 1-7 
230. Di Giulio, C., Bianchi, G., Cacchio, M., Artese, L., Rapino, C., Macri, M. A., 
and Di Ilio, C. (2005) Oxygen and life span: chronic hypoxia as a model for 
studying HIF-1alpha, VEGF and NOS during aging. Respiratory physiology & 
neurobiology 147, 31-38 
231. Rohrbach, S., Simm, A., Pregla, R., Franke, C., and Katschinski, D. M. (2005) 
Age-dependent increase of prolyl-4-hydroxylase domain (PHD) 3 expression 
in human and mouse heart. Biogerontology 6, 165-171 
232. Rivard, A., Berthou-Soulie, L., Principe, N., Kearney, M., Curry, C., 
Branellec, D., Semenza, G. L., and Isner, J. M. (2000) Age-dependent defect 
in vascular endothelial growth factor expression is associated with reduced 
hypoxia-inducible factor 1 activity. The Journal of biological chemistry 275, 
29643-29647 
 92 
233. Frenkel-Denkberg, G., Gershon, D., and Levy, A. P. (1999) The function of 
hypoxia-inducible factor 1 (HIF-1) is impaired in senescent mice. FEBS letters 
462, 341-344 
234. Vannucci, S. J., Reinhart, R., Maher, F., Bondy, C. A., Lee, W. H., Vannucci, 
R. C., and Simpson, I. A. (1998) Alterations in GLUT1 and GLUT3 glucose 
transporter gene expression following unilateral hypoxia-ischemia in the 
immature rat brain. Brain research 107, 255-264 
235. Gassmann, M., Heinicke, K., Soliz, J., and Ogunshola, O. O. (2003) Non-
erythroid functions of erythropoietin. Advances in experimental medicine and 
biology 543, 323-330 
236. Noguchi, C. T., Asavaritikrai, P., Teng, R., and Jia, Y. (2007) Role of 
erythropoietin in the brain. Crit Rev Oncol Hematol  
237. Genc, S., Koroglu, T. F., and Genc, K. (2004) Erythropoietin and the nervous 
system. Brain Res 1000, 19-31 
238. Sola, A., Rogido, M., Lee, B. H., Genetta, T., and Wen, T. C. (2005) 
Erythropoietin after focal cerebral ischemia activates the Janus kinase-signal 
transducer and activator of transcription signaling pathway and improves brain 
injury in postnatal day 7 rats. Pediatr Res 57, 481-487 
239. Callahan, D. J., Engle, M. J., and Volpe, J. J. (1990) Hypoxic injury to 
developing glial cells: protective effect of high glucose. Pediatric research 27, 
186-190 
240. Kelleher, J. A., Chan, P. H., Chan, T. Y., and Gregory, G. A. (1995) Energy 
metabolism in hypoxic astrocytes: protective mechanism of fructose-1,6-
bisphosphate. Neurochemical research 20, 785-792 
241. Vega, C., R. Sachleben L, J., Gozal, D., and Gozal, E. (2006) Differential 
metabolic adaptation to acute and long-term hypoxia in rat primary cortical 
astrocytes. Journal of neurochemistry 97, 872-883 
242. Behzadian, M. A., Wang, X. L., Al-Shabrawey, M., and Caldwell, R. B. 
(1998) Effects of hypoxia on glial cell expression of angiogenesis-regulating 
factors VEGF and TGF-beta. Glia 24, 216-225 
243. Yasuhara, T., Shingo, T., and Date, I. (2004) The potential role of vascular 
endothelial growth factor in the central nervous system. Reviews in the 
neurosciences 15, 293-307 
244. Sochocka, E., Juurlink, B. H., Code, W. E., Hertz, V., Peng, L., and Hertz, L. 
(1994) Cell death in primary cultures of mouse neurons and astrocytes during 
exposure to and 'recovery' from hypoxia, substrate deprivation and simulated 
ischemia. Brain Res 638, 21-28 
245. Gregory, G. A., Yu, A. C., and Chan, P. H. (1989) Fructose-1,6-bisphosphate 
protects astrocytes from hypoxic damage. J Cereb Blood Flow Metab 9, 29-34 
246. Yu, A. C., Gregory, G. A., and Chan, P. H. (1989) Hypoxia-induced 
dysfunctions and injury of astrocytes in primary cell cultures. J Cereb Blood 
Flow Metab 9, 20-28 
247. Forsythe, J. A., Jiang, B. H., Iyer, N. V., Agani, F., Leung, S. W., Koos, R. D., 
and Semenza, G. L. (1996) Activation of vascular endothelial growth factor 
gene transcription by hypoxia-inducible factor 1. Molecular and cellular 
biology 16, 4604-4613 
248. Kaur, C., Sivakumar, V., and Foulds, W. S. (2006) Early response of neurons 
and glial cells to hypoxia in the retina. Investigative ophthalmology & visual 
science 47, 1126-1141 
 93 
249. Chow, J., Ogunshola, O., Fan, S. Y., Li, Y., Ment, L. R., and Madri, J. A. 
(2001) Astrocyte-derived VEGF mediates survival and tube stabilization of 
hypoxic brain microvascular endothelial cells in vitro. Brain research 130, 
123-132 
250. Krum, J. M., and Khaibullina, A. (2003) Inhibition of endogenous VEGF 
impedes revascularization and astroglial proliferation: roles for VEGF in brain 
repair. Experimental neurology 181, 241-257 
251. Rosenstein, J. M., Mani, N., Silverman, W. F., and Krum, J. M. (1998) 
Patterns of brain angiogenesis after vascular endothelial growth factor 
administration in vitro and in vivo. Proceedings of the National Academy of 
Sciences of the United States of America 95, 7086-7091 
252. Juurlink, B. H., Hertz, L., and Yager, J. Y. (1992) Astrocyte maturation and 
susceptibility to ischaemia or substrate deprivation. Neuroreport 3, 1135-1137 
253. Vannucci, R. C., and Vannucci, S. J. (2000) Glucose metabolism in the 
developing brain. Seminars in perinatology 24, 107-115 
254. Hertz, L., Yager, J. Y., and Juurlink, B. H. (1995) Astrocyte survival in the 
absence of exogenous substrate: comparison of immature and mature cells. Int 
J Dev Neurosci 13, 523-527 
255. Yager, J. Y., Kala, G., Hertz, L., and Juurlink, B. H. (1994) Correlation 
between content of high-energy phosphates and hypoxic-ischemic damage in 
immature and mature astrocytes. Brain research 82, 62-68 
256. Seifert, G., Schilling, K., and Steinhauser, C. (2006) Astrocyte dysfunction in 
neurological disorders: a molecular perspective. Nat Rev Neurosci 7, 194-206 
257. Nagele, R. G., Wegiel, J., Venkataraman, V., Imaki, H., Wang, K. C., and 
Wegiel, J. (2004) Contribution of glial cells to the development of amyloid 
plaques in Alzheimer's disease. Neurobiol Aging 25, 663-674 
258. Oberheim, N. A., Wang, X., Goldman, S., and Nedergaard, M. (2006) 
Astrocytic complexity distinguishes the human brain. Trends in neurosciences 
29, 547-553 
259. Swanson, R. A., Farrell, K., and Stein, B. A. (1997) Astrocyte energetics, 
function, and death under conditions of incomplete ischemia: a mechanism of 

































Cdk5 modulates Hif-1 in hypoxic neurons 
 
Xanthi Antoniou, Max Gassmann and Omolara O. Ogunshola. 
 
Institute of Veterinary Physiology, Vetsuisse Faculty and Zürich Centre for Integrative 




Running title: cdk5 and Hif 
 
Address correspondence to; 
Dr. Omolara Ogunshola,  
Institute of Veterinary Physiology,  
Vetsuisse Faculty,  
University of Zurich,  
Winterthurerstrasse 260,  
Zurich CH 8057, Switzerland.  
Tel. +41 1 635 58 805,  





The cyclin dependent kinase 5 (cdk5)/p35 complex is essential for regulation of the 
cytoskeleton and cell survival during development and in models of neuronal 
excitotoxicity. Dysregulation of cdk5, by cleavage of its neuronal specific activators p35 
and p39, has been implicated in various neurodegenerative disorders such as Alzheimers 
disease (AD) but targets of the complex that regulate neuronal survival physiologically 
and/or during pathogenesis are largely unknown. Since hypoxia also characterizes many 
(neuro)pathological states and also causes cytoskeletal disruption, we investigated a 
possible contribution of the cdk5/p35 complex to the neuronal hypoxic response. In 
primary cortical neurons hypoxia disrupted the F-actin cytoskeleton culminating in cell 
death induction as well as transiently increased cdk5 and p35 transcription. Abundance of 
p35 protein also increased during hypoxia resulting in increased cdk5 activity. 
Importantly, cdk5-mediated signaling was crucial for activation of hypoxic responsive 
pathways since cdk5 inhibition by roscovitine (20µM) abrogated Hif-1α stabilisation and 
hindered Hif-1α target gene expression.   
Taken together our results show that the cdk5/p35 complex is regulated by hypoxia, plays 
a pertinent role in modulation of Hif-1α stabilisation and impacts Hif-1-induced signaling 
pathways. This study highlights a new hypoxia-mediated signaling pathway and 
implicates the cytoskeleton as a potential regulator of Hif-1α.  
 
Key words: cdk5/p35, oxygen deprivation,  cytoskeleton, cell death, erythropoietin
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INTRODUCTION 
Efficient oxygen delivery to brain tissues is essential for cell survival and normal brain 
function. Hypoxia, an important stimulus characterising a wide variety of physiological 
events, also contributes significantly to progression of pathogenesis and widespread 
diseases including cancer, stroke and neurodegenerative disorders. Although a hypoxic 
stimulus is known to induce signal transduction pathways that activate transcriptional 
factors ultimately determining cell fate, limited data is available on very early hypoxia-
induced signaling events that lead to cell death.  
An important role for the cytoskeleton in mediation of signal transduction after a stressful 
stimulus is becoming increasingly apparent. Disruption of the cytoskeletal network by 
hypoxia has been reported in various tissues such as the vascular system, brain, kidney 
and lung (Bouvry et al., 2006; Lee et al., 2001; Roberts-Lewis and Siman, 1993). Oxygen 
deprivation in the brain causes CNS neurons to undergo morphological changes, 
including process retraction and loss of shape, partially attributable to depolymerisation 
of actin filaments (Friedman et al., 1998).  
The serine/threonine protein kinase cdk5 together with its neuronal specific activators, 
p35 and p39, is an important regulator of the neuronal cytoskeleton (Smith, 2003). Cdk5 
is a multifunctional kinase involved in a variety of normal neuronal functions through 
phosphorylation of a wide variety of proteins (Maccioni et al., 2001). Cdk5 localises to 
the growing tips of developing neurites and is able to regulate the dynamics of 
microtubules and actin microfilaments (Namgung et al., 2004; Ohshima et al., 1996). 
Cdk5 also makes an important contribution to neuronal survival. Li et al., (Li et al., 2002) 
reported a key role for the kinase in promoting neuronal survival via negative regulation 
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of the pro-apoptotic JNK3 pathway in UV-exposed neurons and a recent study by Wang 
et al. (Wang et al., 2006) suggested that cdk5 activity is required to protect hippocampal 
neurons from serum deprivation. Conversely, other evidence suggests that abnormal cdk5 
activation is neurotoxic leading to apoptosis under both physiological and pathological 
conditions (Shelton et al., 2004). Indeed deregulation of cdk5 activity has been reported 
in a number of neurodegenerative disorders including Alzheimer’s disease, Parkinson’s 
disease and amyotrophic lateral sclerosis (Lau et al., 2002; Nguyen et al., 2001). Under 
neurotoxic conditions, proteolytic cleavage of p35 by calpain results in the generation of 
a more stable fragment, p25, resulting in mislocalisation of the kinase, deregulation of its 
activity, disruption of the cytoskeleton and eventually neuronal death (Kusakawa et al., 
2000; Patrick et al., 1999). Increased p35 levels and cdk5 activity in neurons was also 
reported after middle cerebral artery occlusion (Hayashi et al., 1999) as well as in human 
stroke tissue (Mitsios et al., 2007) implicating a role for the complex in the neuronal 
response to ischemic injury. Thus cdk5 regulation is complex and has distinct functions 
depending on the stress stimulus and cell type. 
At the molecular level, a large percentage of hypoxic/ischemic responses are controlled 
by the transcription factor hypoxia-inducible factor-1 (Hif-1) (Fandrey et al., 2006; Hopfl 
et al., 2003). Hif-1 is a heterodimer composed of an oxygen-dependent Hif-1α subunit 
and a constitutively expressed Hif-1β subunit. Under normoxic conditions Hif-1α  is 
hydroxylated, ubiquinated and rapidly degraded by proteasome 26S. Upon hypoxia, 
stabilised Hif-1α translocates to the nucleus and dimerises with Hif-1β ultimately leading 
to increased transcription of a number of gene products. Among others (Semenza, 1999), 
Hif-1 regulates the transcription of vascular endothelial growth factor (VEGF) and 
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erythropoietin (Epo), which have known neuroprotective functions (Gassmann et al., 
2003; Ogunshola et al., 2002). Despite the fact that new advances currently point to the 
involvement of the cytoskeleton in Hif-1 regulation (Escuin et al., 2005; Shen et al., 
2007) the mechanisms that couple the cytoskeleton to Hif-1 are still to be identified.    
To explore the possibility that hypoxia may directly regulate the activity of the cdk5/p35 
complex, and whether cdk5 itself can contribute to the neuronal response to oxygen 
deprivation, we employed an in vitro model of primary mouse neurons. We show that 
hypoxia indeed regulates the cdk5/p35 complex, which in turn modifies the neuronal 
hypoxic response via modulation of Hif-1 mediated pathways.  
 
MATERIALS AND METHODS 
Primary neuronal cultures. Primary neuronal cultures were obtained from the cerebral 
cortex of C57Bl/6J mice (gestational stage E14) (Ogunshola et al., 2002). Dissected 
cortices were dissociated in Hank’s buffered salt solution (HBSS) containing trypsin and 
DNase I for 5min at 37°C. Neurons were seeded in poly-L-lysine coated petri dishes (3 X 
106 cells per 100mm dish) in glucose-containing DMEM medium containing: B27 
supplement (1X), albumax (0.25g/ml), sodium pyruvate (1%) and 100U/ml streptomycin-
penicillin, (GIBCO, Invitrogen, AG, Switzerland). Neurons were maintained in culture 
for 6 days (6DIV) at normal atmosphere (21%O2) in a humidified incubator at 37°C.  
 
Hypoxic experiments and inhibitor treatment. Hypoxic experiments were performed in a 
purpose-built glove-box chamber ( In vivo 400, RUSKINN Technologies, Guiseley, UK) 
maintained at 37°C with 5% CO2. Neurons were exposed to 1% O2 for different periods 
of time and cell harvesting was performed within the chamber (i.e. without reoxygenation 
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of samples). Normoxic control cultures were maintained at 21% O2. Cdk5 activity was 
inhibited by direct application of 20µM roscovitine (Calbiochem, Lucerne, Switzerland) 
to the neuronal cultures immediately prior to hypoxic exposure.  
 
ATP measurements. An ATP bioluminescent assay kit (Sigma, Buchs, Switzerland) was 
used according to manufacturer’s instructions. Following hypoxia cells were lysed in 
lysis buffer (150mM NaCl, 50mM Tris, 1% Triton X-100, 1% NP-40) supplemented with 
protease inhibitors (Roche, Basel, Switzerland) for 10 min followed by 10 min 
centrifugation at 16’000 rcf. The supernatant was mixed with 5% TCA (1:1 v/v) to block 
residual ATPase activity and luminescence was measured using a Berthold luminometer 
(Detection systems GmbH, Pforzheim, Germany). ATP amounts were determined from a 
standard curve and total amount of ATP was normalised to total protein concentrations. 
 
Assessment of cell death. Neuronal cell death was quantitatively assessed using a 
colorimetric assay for detection of lactate dehydrogenase (LDH) release according to the 
manufacturer’s instructions (Roche, Penzberg, Germany). 
 
Real-Time PCR (RT-PCR). Total RNA was isolated using TRIzol reagent (Invitrogen 
AG, Switzerland) according to the manufacturer instructions. 2µg RNA was used for 
cDNA synthesis using the QuantiTect Reverse Transcription kit (Qiagen AG, 
Hombrechtikon, Switzerland). Analysis was performed with 1µl of the final cDNA mix 
using mouse-specific Taq-Man-based gene expression assays (Applied Biosystems). The 
following assays were used in an ABI 7500 RT-PCR thermocycler (Applied Biosystems, 
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Foster City, CA): 28sRNA (catalog no.: Mm00508318_m1), p35 (catalog no.: 
Mm00438148_s1), cdk5 (catalog no.: Mm00432437_m1), Epo (catalog no.: 
Mm00433126_m1), VEGF (catalog no.: Mm00437304_m1). Data were normalised to 
28sRNA and normoxic controls. All reactions were run in duplicate and at least three 
independent experiments were performed.  
 
Western Blot. Cells were lysed in lysis buffer (150mM NaCl, 50mM Tris, 1% Triton X-
100, 1% NP-40) for 10min and centrifuged at 16’000 rcf for 10 min (4°C) and the 
supernatant collected.  75µg of protein were loaded on SDS-polyacrylamide gels and 
transferred to nitrocellulose membranes. Membranes were incubated with anti-p35 (C-19, 
1:500, Santa Cruz, CA, USA), anti-cdk5 (C-8, 1:250, Santa Cruz, CA, USA), anti Hif-1α 
(NB 100-479, 1:1000, NOVUS, Littleton, USA) and anti-Tuj1 (SIG 3840, 1:7000, 
COVANCE, Berkeley, California). Following washes, membranes were incubated with a 
secondary HRP-conjugated antibody for 1 hour at room temperature. All blots were 
normalised to Tuj-1 and normoxic controls and at least 3 independent experiments were 
performed. Results were quantified by densitometry using BioRad Quantity One software 
(BioRad laboratories AG, Switzerland). 
 
Cdk5 kinase assay. 50µg of whole cell protein were incubated with 2µg of anti-cdk5 (C-
8, Santa Cruz, CA, USA) for 2h and precipitated with protein A-sepharose beads 
(Amersham, Buckinghamshire, UK) for 1h at 4°C. Immunoprecipitated complexes were 
incubated with 10 µg of histone H1 and 1µCi of 32P in kinase buffer (10mM Tris, 1mM 
DTT, 2mM EGTA, 10mM MgCl2, 20mM ATP) for 30min at room temperature. The 
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reaction was stopped with the addition of Laemmli buffer and samples were denaturated 
at 95°C for 5 min, then loaded on a 15% SDS-PAGE gel. After running, the gel was dried 
in a slab gel dryer system (Witec AG, Littau) at 80°C for 2 hours then exposed to a 
phosphoscreen and visualised using a BioRad Molecular Imager FX.   
 
Immunocytochemistry. Neurons were plated on coverslips in 24 well plates (70,000 cells 
per well), grown for 6 days and then subjected to hypoxia. Cultures were fixed with 4% 
paraformaldehyde in PBS (pH 7.4) for 5min at room temperature then permeabilised in 
0.1%Triton X-100 for 1min and blocked with 5% normal goat. Cells were then incubated 
with the primary antibodies anti-p35 (C19, 1:500, Santa Cruz, CA) or anti-cdk5 (C8, 
1:500, Santa Cruz, CA) overnight at 4°C. Secondary antibody to p35 was Cy3 (Jackson 
ImmunoResearch, West Grove, PA), and to cdk5 was AlexaFluor 488 (Molecular Probes, 
Leiden, Netherlands). Staining for F-actin was performed with phalloidin-TRITC (1:500, 
SIGMA, Missouri, USA) for 40min at room temperature. Slides were viewed and 
analysed using an Axiovert inverted fluorescent Microscope (Zeiss, Germany). 
Quantification analysis was performed using MCID analysis 7.0 software (Imaging 
Research Inc.). Fluorescent phalloidin intensity was measured in 12 individual fields of 3 
independent experiments. Histograms were subsequently obtained using the grey values 
(on a scale of 0-255 for black to white) obtained for each images. Median fluorescence 
density for each field of every time point was then graphed.  
 
Statistical analysis Graphs and analyses were performed using GraphPad Prism software. 
Statistical comparison among groups was made using one-way and two-way ANOVA 
 9 




Hypoxia decreases ATP levels and neuronal survival  
Reduction of cellular ATP levels is an early event in response to periods of energy 
deprivation. Fig.1A shows changes in intracellular ATP levels in neurons under hypoxic 
conditions. Within 2h, ATP levels decreased by approximately 70% compared to 
normoxic controls then stabilised till 6h (p <0.01). By 24h ATP levels had decreased by 
approximately 85% (p <0.01) indicating exceedingly low energy levels. Since both 
reduced ATP and hypoxic exposure have been linked to cell death we measured LDH 
leakage, an established index of neuronal death (Fig. 1B). Surprisingly, despite the 
dramatic fall of ATP levels, hypoxia only induced significant neuronal death after 6h 
(6.610%±0.57; p<0.05) with an additional increase to 10.61%± 3.84 observed at 24h 
(p<0.01). Thus cortical neurons can survive 1% O2 for extended periods of time. 
 
Hypoxia disrupts the neuronal F-actin cytoskeleton  
Early breakdown of actin microfilaments is a prerequisite for cell-shape alterations and 
cell death following a stressful stimulus (Kuhne et al., 1993), thus we investigated the 
effect of hypoxia on actin microfilament organisation in primary neuronal cultures (Fig. 
1C; a-d). Immunocytochemistry with TRITC-labelled phalloidin showed that normoxic 
controls exhibit a well defined F-actin network with homogeneous distribution of 
phalloidin staining in neuronal dendrites (Fig. 1C, a). In contrast, hypoxic exposure of 
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neurons for 2h resulted in disruption of the actin network with clear retraction of 
filaments (Fig.1C, b, arrow). The severity of disruption was time dependent and 
characterised by further retraction of the F-actin fibers by 4h and 6h (Fig. 1C, c-d). 
Quantitative analysis of the area of phalloidin staining revealed a time-dependent 
increase in peak counts close to zero on the grey scale (i.e. less area stained) during 
hypoxia as shown by the representative histogram (Fig. 1D). The net result was a 
significant decrease in median fluorescence intensity observed following 4h and 6h 
exposure (Fig.1E) confirming a hypoxic-induced decrease in the area of F-actin staining. 
Thus, hypoxia-induced alterations in the neuronal F-actin cytoskeleton correlate with 
decreased ATP levels and increased cell death. 
 
p35 is reversibly dephosphorylated and protein levels increase in response to 
hypoxia 
The effect of hypoxia on the cdk5/p35 complex, an important regulator of the neuronal 
actin cytoskeleton, was assessed in primary cortical neuronal cultures. Hypoxia rapidly 
upregulated p35 mRNA levels with a peak (60 fold ± 5.20) observed at 2h (Fig. 2A, p 
<0.01). This increase was transient, and mRNA levels returned to baseline by 4h. 
Increased p35 protein levels paralleled the increase in mRNA (Fig. 2B). Quantification 
shows p35 protein levels increased 1.8 fold (± 0.55) after 2h and remained elevated till 4h 
but were then significantly downregulated. A change in the electrophoretic mobility of 
p35 after 2h of hypoxia was also observed suggesting protein dephosphorylation (Fig. 
2B). Hypoxia-induced dephosphorylation was rapid, occurring within 30 min (Fig. 2C) 
but reversible after 4h reoxygenation as indicated by the reappearance of the higher 
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molecular weight band. Thus p35 phosphorylation is linked to oxygen availability. 
Notably, hypoxic exposure did not lead to production of p25, the p35 breakdown product. 
Using immunocytochemistry we localised p35 throughout the neuronal soma and neurites 
(Fig. 2D) however hypoxia did not affect p35 cellular distribution.  
Altogether, our results show that oxygen deprivation modulates p35 both at the 
transcriptional and translational level. However, despite the hypoxic insult, p35 cleavage 
was not observed suggesting that calpain pathways are not activated.  
 
Cdk5 activity is upregulated by hypoxia 
Similar to p35, peak induction of cdk5 mRNA occurred at 2h of hypoxia (25.92 ± 7.87; p 
<0.01; Fig. 3A) and stayed elevated at 4h (11.75 ± 1.6) before returning to baseline by 
6h. Surprisingly, cdk5 protein levels were not affected by hypoxia, remaining constant at 
all time points (Fig. 3B). Using a phosphorylation-specific antibody that targets the 
Ser159 residue of cdk5, a marker of protein activation (Sharma et al., 1998), we observed 
a transient increase in phosphorylation after 2h and 4h of hypoxia indicating increased 
cdk5 activity (Fig. 3C). To confirm this observation we performed in vitro kinase assays 
(Fig. 3D) and again cdk5 activity increased at 2h and was elevated further by 4h. This 
was consistent with both the phosphorylation state of cdk5 and increased p35 levels, 
underlying the fact that cdk5 activity is regulated by p35. Cdk5 activity was only 
transient and returned to basal levels but remained detectable at 24h even in the absence 
of p35 suggesting that other mechanisms may compensate for loss of p35.  
Immunostaining analysis (Fig. 3E) showed that under normoxic conditions cdk5 is 
mainly cytoplasmic but after 4h of hypoxia, when activity of cdk5 is maximal, 
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localisation of the protein to the neuronal soma is clearly visible (Fig. 3E, arrows). The 
mislocalisation of cdk5 to the neuronal soma suggests possible interaction of the kinase 
with different effectors. 
 
Cdk5 is necessary for Hif-1α stabilisation  
The involvement of cytoskeletal regulatory proteins in Hif-1 modulation has been 
described in recent reports (Shen et al., 2007; Turcotte et al., 2003). Since cdk5 regulates 
the F-actin cytoskeleton and hypoxia induced cdk5 activity, we investigated whether 
cdk5 itself regulates Hif-1α. As expected hypoxia caused a time-dependent neuronal 
accumulation of Hif-1α (Fig.4A). Application of the cdk5-specific pharmacological 
inhibitor roscovitine (20µM) prior to hypoxic exposure attenuated temporal accumulation 
of Hif-1α during hypoxia (Fig. 4B). Normalisation confirmed a 50% downregulation of 
Hif-1α by 6h (Fig. 4C, p < 0.01).  
To elucidate whether the observed decrease of Hif-1α induction by cdk5 inhibition was 
transient, neurons were treated with roscovitine and exposed to prolonged hypoxia. 
Remarkably, although Hif-1α was still detectable in control cultures, roscovitine 
treatment completely abolished Hif-1α accumulation (Fig. 4D) demonstrating that cdk5 
activity is essential to Hif-1α stabilization.  
 
Cdk5 inhibition downregulates Epo but not VEGF mRNA levels 
Cdk5 inhibition attenuated Hif-1α accumulation suggesting an impact on Hif-1-mediated 
signaling pathways. Thus the effect of cdk5 inhibition on Hif-1 inducible neuroprotective 
pathways was investigated. For this purpose Epo and VEGF mRNA levels were assessed 
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by RT-PCR. As expected, hypoxia upregulated Epo and VEGF mRNA levels in a time-
dependent manner in untreated cells (Fig. 5A, B). Application of roscovitine completely 
abolished Epo mRNA levels (P <0.001) by 24h drug application. Surprisingly, in contrast 
VEGF mRNA levels were not significantly affected by roscovitine treatment at any time 
point. Thus cdk5 seemingly has differential effects on Hif-1α target genes involved in 
neuroprotection following a hypoxic insult. 
  
Cdk5 inhibition leads to increased cell death only during chronic hypoxia  
Involvement in regulation of Hif-1α-inducible pathways suggested a role for cdk5 in 
hypoxic neuronal survival. In our cultures hypoxia alone did not induce cell death until 
6h exposure which then subsequently increased by 15.74% ± 1.71 at 36h and 26.54% ± 
1.58 at 48h (Fig. 6). Roscovitine application did not detectably alter neuronal survival in 
normoxic cultures or cells exposed to up to 24h hypoxia compared to controls. However 
during extended exposure drug treatment significantly increased cell death (27.46% ± 
8.43 and 38.27% ± 3.69 after 36h and 48h respectively) compared with hypoxia alone. 
Exposure of normoxic neurons to roscovitine treatment for 48h showed non-toxicity of 
the drug by absence of cell death. Thus cdk5 inhibition renders neurons more vulnerable 
to prolonged hypoxic insult. 
 
DISCUSSION 
The cytoskeleton is a highly dynamic structure that determines both structural and 
functional integrity of a cell and is known to be crucial in early neuronal responses to low 
levels of oxygen. Accordingly, cytoskeletal alterations have been documented in a 
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number of pathogenic diseases and neurodegenerative disorders characterised by oxygen 
deprivation (Magin et al., 2004). The cdk5/p35 complex also seems to play a crucial role 
in regulating neuronal cytoskeletal dynamics during both development and disease 
(Smith, 2003). This study provides new evidence that cdk5, and its neuronal activator 
p35, play a direct role in shaping the neuronal hypoxic response.  
The first evidence of a role for the cdk5/p35 complex in neuronal responses to oxygen 
deprivation came from research in Drosophila (Ma and Haddad, 1999). Since then a 
number of studies have reported upregulation of the complex in models of ischemia both 
in vivo and in vitro (Hayashi et al., 1999; Mitsios et al., 2007; Rashidian et al., 2005; 
Strocchi et al., 2003). However how oxygen deprivation alone specifically regulates the 
complex in mammalian cells has not been demonstrated. Our results show that hypoxia 
alone induces cytoskeletal rearrangement and distinctly modulates both components of 
the complex, in agreement with another study showing increased activation of cdk5 in 
neuroblastoma cells subjected to chemical oxidative stress (Strocchi et al., 2003). Thus 
hypoxia and ischemia both cause significant alterations in cdk5 that could have 
consequences for neuronal function and survival. The localisation of cdk5 is also an 
important feature of neurotoxicity that could determine neuronal fate (O'Hare et al., 
2005). In vitro, both cdk5 and p35 have been localised to the soma and along neurites 
(Nikolic et al., 1998; Qu et al., 2007) as well as the nucleus (O'Hare et al., 2005). 
Hypoxia caused redistribution of cdk5 from over the entire cell to mainly the neuronal 
soma, suggesting an altered function for the kinase and possible interaction with aberrant 
proteins. Notably, it has been shown that nuclear translocation of cdk5 can result in 
modulation of transcription factors that are involved in cell death pathways (O'Hare et al., 
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2005). 
Nowadays it is becoming evident that binding of cdk5 to p25 is required to render cdk5 a 
pro-death protein. Although prolonged activation and mislocalisation of the protein as a 
result of binding to p25 leads to cytoskeletal damage and apoptosis, an event linked to 
Alzheimer’s disease (Patrick et al., 1999), on the other hand p35 may also regulate, and 
be required for, cdk5 pro-survival signaling. Although hypoxia did not affect p35 
localisation, a change in the electrophoretic mobility of the protein was noted. Previous 
reports have linked p35 dephosphorylation to decreased ATP levels (Saito et al., 2003) an 
observation also observed in our study, however reoxygenation reversed this 
dephosphorylation. The importance of this change and its reversibility is unclear. It is 
believed that phosphorylated p35 is more resistant to calpain cleavage as opposed to 
unphosphorylated p35 which is easily cleaved to p25 when calpain is activated (Saito et 
al., 2003). However hypoxic-induced dephosphorylation of p35 did not lead to p25 
formation in our study, indicating that calpain pathways were not initiated. Thus the role 
of p35 during hypoxic exposure remains intriguing and deserves further investigation. 
Despite this significant cell death after prolonged periods of hypoxia, and exacerbation in 
the presence of roscovitine, provides strong evidence that cdk5 activity is required for 
neuronal survival following hypoxic insult. Thus it appears that increased cdk5 activity in 
the absence of p35 cleavage probably confers a neuroprotective role in agreement with 
other reports (Li et al., 2002; Vartiainen et al., 2002).  
Although we have not identified the mechanism of alterations in complex activity, 
disruption of the F-actin network during hypoxia may play a significant role. Evidence 
shows that cytochalasin D leads to a drastic re-organisation of the F-actin cytoskeleton 
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and an increase in cdk5 activity in COS7 cells transfected with p39, another cdk5 
activator (Humbert et al., 2000). Cytochalasin D-induced redistribution of p39 protein to 
F-actin clusters further suggested that availability of the activator is the limiting factor 
determining cdk5 activity. Lee et al. (Lee et al., 1996) showed that the cdk5/p35 complex 
associates with a kinase inhibitor protein and this macromolecular complex can be 
destabilised by certain stimuli, leading to an increase in the availability of the cdk5 
activators ultimately increasing kinase activity. It seems likely that hypoxia, through its 
disruptive effect on the actin cytoskeleton, is such a stimulus. 
Cellular responses to reduced oxygenation are mainly controlled by the transcription 
factor Hif-1 (Fandrey et al., 2006; Hopfl et al., 2003) and involvement of the cytoskeleton 
in Hif-1 modulation has been a recent matter of discussion. Indeed microtubule-targeting 
agents down-regulate Hif-1 in cancer cell lines exposed to hypoxia (Escuin et al., 2005) 
and a role for the cytoskeleton-regulating protein, Rac1, in the modulation of Hif-1α in a 
carcinoma cell line was recently reported (Gorlach et al., 2003; Hirota et al., 2004). In the 
present study pharmacological inhibition of cdk5 in hypoxic cortical neurons 
significantly attenuated Hif-1α expression. These experiments for the first time provide 
direct evidence that cdk5 is involved in regulation of Hif-1. Notably the inhibition of Hif-
1α accumulation was time-dependent showing that cdk5 is essential to induction of 
crucial adaptive pathways particularly during prolonged hypoxia. The mechanism behind 
this inhibition is still unclear. Notably, cdk5 is a serine/threonine kinase and application 
of a general serine/threonine kinase inhibitor was shown to significantly inhibit Hif-1 
hypoxic induction (Wang et al., 1995). Importantly, we have identified a putative cdk5 
phosphorylation site within the Hif-1α protein sequence suggesting that cdk5 could 
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potentially phosphorylate Hif-1α directly and affect its accumulation. However an 
indirect effect of cdk5 cannot be ruled out and additional studies are now being 
performed to answer this question. 
Disruption of HIF-1α function must have significant consequences on cell survival since 
induction of target gene expression, signaling and subsequent hypoxic adaptation are also 
abrogated. Several in vitro models show that neurons exposed to hypoxia significantly 
upregulate Epo (Genc et al., 2004) and VEGF mRNA and protein levels (Jin et al., 2000; 
Ogunshola et al., 2002). In addition, pretreatment of neurons with Epo and VEGF 
prevents neuronal death in in vitro models of hypoxia and reduces ischemic damage in 
various animal models of stroke (Jin et al., 2000; Liu et al., 2006). Surprisingly, although 
Epo gene expression was prevented by cdk5 inhibition, VEGF mRNA levels were 
unaffected. Thus cdk5 modulates Hif-1 signaling pathways but, intriguingly, has 
differential effects on Hif-1 downstream targets. Indeed our results appear to be in line 
with Chavez et al., (Chavez et al., 2006) who reported that Hif-1 binds preferentially to 
the Epo promoter in neurons. Ultimately our data point to the importance of Epo 
signaling in neuroprotection, since its inhibition by roscovitine also correlates with 
increased cell death in hypoxia. Considering the importance of the cdk5/p35 complex in 
neurodegenerative disorders, and the recent demonstration that hypoxia is an ongoing 
state in many of these diseases, it is now crucial to explore whether the identified 
mechanism is universal or restricted to neurons in an early developmental stage. 
In conclusion this study shows that oxygen deprivation regulates the p35/cdk5 complex, 
and for the first time cdk5 is identified as a regulator of Hif-1α accumulation and Epo-
mediated signaling. The implications of these findings are of significant importance for 
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understanding the contribution of hypoxia-driven cytoskeletal regulation to neuronal 




Fig. 1. Hypoxia reduces neuronal survival and disrupts cytoskeletal structure.  
A) Intracellular ATP levels are significantly reduced during hypoxic exposure. A 70% 
reduction is observed already after 2h that further decreases at 24h. B) LDH assay shows 
hypoxia modestly increases neuronal cell death. A small but significant increase in LDH 
release is observed only after 6h of hypoxia. C) The neuronal cytoskeleton is severely 
disrupted by hypoxia. Cortical neurons were double stained for F-actin (TRITC-
phalloidin) and nuclei (DAPI). Representative photomicrographs show time-dependent 
retraction of F-actin fibers following hypoxic exposure (b-d) compared to control cultures 
(a). D & E) Representative histograms show quantitative analysis of phalloidin staining 
intensity in both control and hypoxic neurons. Increased narrow distribution and higher 
peaks is observed with increased hypoxic exposure (D), indicating decreased distribution 
of F-actin staining. E) Graph shows significant decrease in median fluorescence intensity 
(i.e. reduced area of staining) as a result of hypoxic exposure further confirming 
decreased F-actin levels with hypoxic exposure. * denotes p < 0.05, ** denotes p < 0.01. 
 
Fig. 2. p35 is regulated by hypoxia at the transcriptional and translational level.  
A) Real-time PCR demonstrates a large but transient increase in p35 mRNA expression 
after 2h of hypoxia (p < 0.01). B) Representative Western blot for p35 shows protein 
levels are initially increased by hypoxic exposure but later down regulated. 
Quantification of Western blots shows a 1.8 fold ± 0.5 increase in p35 expression after 2h 
of hypoxia (p < 0.01). Values are representative of at least 3 independent experiments; all 
blots are normalised to Tuj-1. A change in p35 mobility after 2h hypoxic exposure is also 
observed. Notably, p25 is not detected. C) Western blot analysis shows that the 
electrophoretic mobility of p35 is altered already after 30 min of hypoxia. Reoxygenation 
for 4h demonstrates that the phosphorylation state of p35 is reversible. D) p35 
immunohistochemistry shows protein localisation is unaltered by hypoxic exposure. In all 
cases p35 localised to the neuronal soma and dendrites both in normoxia and hypoxia. 
Nuclei were co-stained with the nuclear marker DAPI. Scale bar = 20µm. 
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Fig. 3. Activity of cdk5 is induced by hypoxia.  
A) RT-PCR shows that cdk5 mRNA levels are significantly but transiently induced by 
hypoxia. ** denotes a P value of < 0.01. B) Western blot analysis shows that cdk5 protein 
levels are not affected by hypoxia. C) Western blot analysis indicates a transient increase 
in phosphorylated cdk5 following 2h and 4h of hypoxia. D) Representative kinase 
activity assay (using Histone H1) shows transient upregulation of cdk5 activity by 
hypoxia. Upregulation occurred at 2h and 4h before returning to baseline. E) Neuronal 
localization of cdk5 is altered by hypoxic exposure. Representative photomicrographs of 
staining show the translocation of cdk5 to the neuronal soma after 4h of hypoxia. Nuclei 
were co-stained with the nuclear marker DAPI. Scale bars = 20µm. 
 
Fig. 4. Cdk5 inhibition attenuates Hif-1α hypoxic induction.  
A) Hypoxia induces time-dependent induction of Hif-1α in neurons. Hif-1α is induced 
following 2h exposure to hypoxia and increases up to 24h. B) Representative Western 
blot of Hif-1α after hypoxic exposure shows roscovitine (20µΜ) inhibits Hif-1α 
expression. C) Quantification shows significant downregulation (50%) of Hif-1α hypoxic 
induction by 6h (p <0.01). D) Representative Western Blot of Hif-1α induction during 
prolonged hypoxia after cdk5 inhibition. Hif-1α expression is completely abolished after 
24h of hypoxia in the presence of roscovitine. 
 
Fig. 5. Cdk5 inhibition abrogates Epo but not VEGF mRNA levels.  
The effect of roscovitine treatment on neuronal hypoxic induction of Epo and VEGF 
mRNA levels was assessed by RT-PCR. A) Roscovitine attenuates hypoxic-induced Epo 
mRNA expression after 24h. B) Roscovitine does not alter hypoxic induction of VEGF 
mRNA levels. All values are normalised to 28sRNA and normoxic controls. (p < 0.001). 
 
Fig. 6. Neuronal survival during prolonged hypoxia is reduced by cdk5 inhibition.  
LDH assay was performed on media from roscovitine-treated neurons exposed to 
hypoxia. Hypoxic exposure alone caused a time-dependent increase in cell death. 
Roscovitine treatment significantly enhanced cell death in the hypoxic, but not normoxic, 
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ABSTRACT
Loss of blood brain barrier (BBB) integrity is a characteristic of many pathological brain 
diseases including stroke. Astrocytes play a central role in BBB function, their disturbance 
causing microvascular damage and significantly disrupting brain homeostasis. To observe 
how insult severity modulates their response, astrocytes were subjected to different degrees of 
injury. Primary cells were exposed to normoxic (21% O2), hypoxic (1% O2) or near anoxic 
(<0.1% O2) conditions in presence or absence of glucose and the temporal induction of HIF-
1! and its target gene VEGF were monitored. Hypoxic exposure for over 72 hours did not 
detectably induce HIF-1!, however near anoxic conditions stabilised the protein and 
provoked DNA binding activity. Glucose deprivation alone also stabilised HIF-1! and 
subsequent O2 withdrawal resulted in faster accumulation. Notably, VEGF levels were 
increased by hypoxic exposure, in the absence of  HIF-1! expression, and glucose withdrawal 
further accelerated VEGF secretion. Cell death was significantly initiated after 6h of 
combined oxygen glucose deprivation, and surprisingly, astrocyte proliferation increased 
concomitantly. Thus high HIF-1! levels correlated with both cell death and proliferation. 
These data suggest that protection of astrocytes during chronic injury (as occurs in clinical 
hypoxic/ischemic insults) may protect BBB integrity. 
Key words: oxygen deprivation, blood brain barrier, cell death, proliferation, VEGF
Running Title: Anoxia, HIF-1 and astrocytes
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INTRODUCTION
Cerebral ischemia disrupts the BBB thereby irreversibly damaging neurons and astrocytes 
(20, 23) and often causing lethal cerebrovascular diseases. The blood brain barrier (BBB) 
consists of highly specialised vessels with a specific architecture that maintains homeostasis 
of the brain environment. Astrocytes, the most abundant glial cells in the brain, contact the 
brain vasculature with their endfeet processes and this interaction is thought to induce 
endothelial tight junction formation and decrease permeability of the BBB (38). Astrocytes 
are known to be more resistant to oxidative stress than neurons and play a neuroprotective 
role through their ability to take up potassium and glutamate and release mitogenic factors 
(33). However in response to injury, astrocytes retract their end feet from vessels resulting in 
increased permeability, as well as proliferate giving rise to a glial scar (17, 25, 35). Since both
of these events can have significant detrimental effects on the brain understanding how these 
complex cells respond to insult is important to prevent vascular leakage and brain damage. 
Hypoxic/ischemic insults cause activation of adaptive mechanisms and alteration of gene 
expression within the injured areas to combat the progression of pathological events (1). At 
the cellular level an oxygen sensing system is crucial to enable rapid adaptation to altered 
oxygen tensions. A well-characterised molecular pathway that mediates oxygen sensing 
occurs through the induction of the transcription factor HIF-1 (hypoxia-inducible factor-1). 
HIF-1 consists of an oxygen-dependent ! subunit and a constitutively expressed " subunit. 
Both subunits are basic-helix-loop-helix (bHLH) proteins of the PAS family and complex 
binding enhances the transcription of target genes involved in glycogenesis, erythropoiesis 
and angiogenesis (12). HIF-1! is mainly regulated at the protein level by O2. During normal 
O2 supply HIF-1! is hydroxylated by oxygen dependent prolyl-4-hydroxylases, ubiquitinated 
and rapidly degraded by the proteosomal system (8). Hypoxia stabilises HIF-1! and promotes 
its translocation to the nucleus, accumulation and dimerisation with HIF-1" ultimately 
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enhancing transcriptional activity of its target genes through binding to its HRE (hypoxia 
response element). 
A major HIF-1 target gene known to have a cytoprotective role is the potent angiogenic 
molecule VEGF (vascular endothelial growth factor) (10). VEGF binds with high affinity to 
two receptor tyrosine kinases, flt-1 (VEGFR-1) and flk-1 (VEGFR-2), and activates 
downstream pathways (reviewed in (28)) promoting angiogenesis during development, as 
well as (patho)physiological events such as pregnancy, wound healing, rheumatoid arthritis, 
cardiovascular disease and cancer (9, 26). Notably, astrocytes secrete VEGF under normal 
physiological conditions but hypoxia further induces VEGF mRNA and protein levels (5, 16, 
30) causing increased vascular permeability and proliferation of glial cells (17, 39). 
Since astrocytes play a crucial role in brain homeostasis, their response to hypoxic/ischemic 
insult deserves further investigation. The aim of the present study was to investigate and
compare the astrocytic response to mild and severe hypoxic/ischemic insults. Specifically we 
examined the influence of oxygen- and glucose-deprivation on HIF-1 stabilisation and 
expression of VEGF in primary rat astrocytes. We also monitored proliferation, induction of 
cell death pathways and alteration of ATP levels during injury. We show that astrocytes do 
not induce HIF-1! under standardly used hypoxic conditions (1% O2) but only when exposed 
to near anoxic conditions. ATP levels and cell viability are well maintained in these cultures 
under these conditions but deprivation of both glucose and oxygen induce cell death within 6 
hours. Interestingly at this time the highest proliferative rates of these cells was also observed. 
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MATERIALS AND METHODS
Primary culture of astrocytes
Primary astrocytes were prepared from newborn Wistar rat pups as previously described (5). 
Briefly neonatal rats were anesthetised by hypothermia, decapitated and cerebral cortices 
removed. Meninges were removed and cortices minced and placed in ice cold buffer (Krebs 
solution 120mM NaCl, 3mM KCl, 1.2mM MgSO4, 1.2mM KH2PO4, 25mM NaHCO3, 11mM 
glucose and 0.6g/l BSA). Homogenised tissue was digested with 7.5mg trypsin for 15 min at 
37°C and dissociated cells were cultured in DMEM containing 10% FBS, 150mg/l L-
Glutamine and 50mg/ml Gentamicin at 37°C. The culture medium was changed every 4-5 
days. After 7- 10 days cultures displayed uniform (> 96%) glial fibrillary acidic protein 
(GFAP) immunoreactivity. Astrocytes were passaged a maximum of 3 times and used at 80-
90% confluency.
Hypoxic and glucose deprivation experiments
For all experiments, primary astrocytes were incubated under normoxic (21% O2), hypoxic 
(1% O2) or near anoxic (<0.1% O2) conditions in a purpose built humidified glove-box 
incubator (In vivo 400, Ruskinn technologies, UK). Glucose deprivation experiments were 
carried out with glucose-free DMEM (Life technologies). 
 Western blot analysis
Cells were scraped into lysis buffer (0.27 M Sucrose, 2mM EDTA (pH 8.0), 0.1% NP-40, in 
0.6M KCl, 150mM NaCl, 150mM HEPES (pH 7.5)) and centrifuged for 10 min at 16’000 rcf. 
Cytoplasmic fractions were frozen and nuclear pellets resuspended in nuclear extraction 
buffer (20mM HEPES (pH 7.5), 400mM NaCl,1mM EDTA(pH8.0)) and left 15 min on ice. 
Nuclear extracts were obtained after centrifugation (16’000 rcf) for 10 min and separated by 
denaturing SDS-PAGE. After transfer to nitrocellulose membranes were incubated in 4% 
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milk in PBS for 1h at room temperature then were incubated overnight at 4°C with antibodies 
against HIF-1! IgY (4) (diluted 1:100 in PBS). Following washes, membranes were 
incubated with a secondary HRP-conjugated antibody for 1h at room temperature. 
Membranes were exposed to X-ray film after luminescent detection (25µl of 90mM coumaric 
acid in DMSO, 50µl of 250mM luminol in DMSO in 10ml of 100mM Tris, pH 8.5). For 
loading controls blots were stripped and re-probed for the nuclear protein Sp-1. Results were 
quantified by densitometry using BioRad Quantity One software (BioRad laboratories AG, 
CH).
VEGF ELISA
Quantitation of VEGF was performed using a VEGF ELISA kit (R&D Systems GmbH, 
Germany) according to manufacturers instructions. Optical density was measured using a 
microplate reader (Multiskan RC; Thermo Labsystems, Finnland) at 450nm with wavelength 
correction at 570nm.
EMSA (electrophoretic mobility shift assay)
EMSA was performed with nuclear extracts as previously described (15). Oligonucleotide 
probes derived from the EPO enhancer gene 5’-GCC CTA CGT GCT GTC TCA-3’ (3’EPO 
enh) and 5’-TGA GAC AGC ACG TAG GGC-3’ (5’EPO enh.rev) were synthesized by 
Microsynth (Balgach, Switzerland). End-labelling was performed with T4 PNK (Fermentas, 
LabForce AG, Nunningen, Switzerland) at 37°C for 1h. Anti-sense oligonucleotides were 
added in 2-fold molar excess and annealed at 95°C for 3min. Samples were loaded on a 4% 
non-denaturing gel and electrophoresis was performed at 200V in 1xTBE buffer at 4°C. After 
drying the gel was visualised using BioRad Molecular Imager FX. 
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In situ labelling of fragmented DNA
TUNEL labelling was carried out according to the manufacturers instructions (Roche 
Biochemicals, Penzberg, Germany). Astrocytes grown on cover slips and subjected to 
different conditions were fixed for 30 min in 4% paraformaldehyde. Staining was carried out 
in a humidified atmosphere for 1 hour and nuclei were counterstained with DAPI for 3min. 
Samples were analysed by fluorescence microscopy.
Proliferation Assays
AlamarBlue assay was used to quantitatively measure astrocyte proliferation. Experiments 
were performed according to the manufacturers instructions (AlamarBlue; Biosource, 
Camarillo, CA). In brief primary astrocytes were seeded on 96-well plates at a density of 2000 
cells per well and incubated overnight. Four hours prior to measurement 20µl of AlamarBlue 
dye was added to each well and plates were incubated under normoxic, hypoxic or anoxic 
conditions with or without glucose as described above. Absorbance was measured with a plate 
reader (Multiskan RC; Thermo Labsystems, Finland) at 540nm subtracting the background 
absorbance at 630nm.
Thymidine incorporation assay was used as an alternative method to AlamarBlue. Cells were 
grown to 90% confluency on 24 well plates overnight. At time 0, individual plates were 
exposed to normoxia, hypoxia or near anoxic conditions in presence or absence of glucose 
after addition of 1Ci [3H]thymidine. After 6 hours the astrocytes were washed with ice cold 
PBS, typsinised and harvested onto glass fiber filters (Wallac, Hünenberg, Switzerland). The 
amount of incorporated radioactivity was counted using a Wallac counter. 
In all proliferation assays individual experiments were performed 5 times in quadruplicate and 
data was converted to fold change compared to normoxic cells grown in glucose containing 
media. 
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ATP measurements
ATP was measured with an ATP bioluminescent assay kit (Sigma chemical company, Buchs, 
Switzerland). Cells were lysed in buffer (105mM NaCl, 1% Triton X-100, 1% NP-40, 50mM 
Tris) for 10 min before centrifugation (10 min at 16’000 rcf). The supernatant was mixed with 
TCA 5% (1:1 v/v) to block residual ATPase activity, centrifuged for 1 min at 16’000 rcf and 
neutralized with saturated Tris solution to pH 7.8. Sample was added to diluted ATP assay 
mix (1:1 ratio) and luminescence measured using Berthold luminometer (Detection systems 
GmbH, Pforzheim, Germany). Cellular ATP levels were determined from a standard curve 
and normalised to total protein concentrations.
Statistical analyses
Graphics and statistical analyses were performed using Microsoft excel software. All results 
are expressed as fold change over normoxic values. Statistical significance (P< 0.05%) was 
calculated using student T-test.
RESULTS
HIF-1! protein stabilisation in astrocytes occurs only after severe oxygen deprivation
Many reports demonstrate that HIF-1! protein stabilisation occurs immediately after hypoxic 
exposure (1% O2) in various cell lines (14, 36). To observe time-dependent HIF-1!
accumulation in primary cultured astrocytes, nuclear protein extracts were prepared from 
normoxic cells (21% O2) and cells exposed to hypoxic (1% O2) or near anoxic (<0.1% O2) 
conditions. Surprisingly HIF-1! protein could not be detected by Western blot analysis under 
hypoxic conditions (fig.1a) even after 72 hours of exposure. Only near anoxic incubation 
induced the accumulation of HIF-1! protein in a time-dependent manner (fig.1b). Subsequent 
reoxygenation (21% O2) for 5 hours (fig.1, 5R) abrogated HIF-1! protein stabilization. As 
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expected HIF-1" levels remained constant at all time points investigated (data not shown). To 
investigate whether the induced HIF-1! was active and capable of binding target HRE 
sequences we performed EMSA analyses. Under normoxic and hypoxic conditions no HIF-
DNA binding complex was detected, however a weak binding signal was identified after 2h 
anoxia (fig.1c). The intensity of this band increased with extended incubations corresponding 
to Western blot data and confirming that astrocytes stabilise HIF-1! only after severe oxygen 
deprivation.
VEGF protein is induced in the absence of HIF-1! expression
VEGF, a major HIF-1! target gene, is strongly induced by hypoxia (3, 30). To determine if 
VEGF is upregulated in astrocytes in accordance with HIF-1! stabilisation, VEGF protein 
levels in conditioned media and cell lysates were measured by ELISA. Figure 2a shows 
increased VEGF expression in cytoplasmic fractions following oxygen deprivation. Notably, 
hypoxic incubation induced VEGF protein levels immediately reaching maximum after 6h 
(4.5 fold increase over normoxic levels, **p=0.001) even though HIF-1! was not detected 
under these conditions. Interestingly, cytoplasmic VEGF induction after near anoxia was 
similar until 6h but by 24h a more than 5 fold increase was observed (fig.2a) indicating that 
only prolonged anoxia (>24h) significantly induces VEGF over hypoxic conditions. Time-
dependent secretion of VEGF into the culture media was also monitored (fig.2b) but no 
alterations between hypoxia and anoxia were observed until 24h. Thus astrocytes produce 
similar amounts of VEGF irrespective of the insult severity during acute insult, but chronic 
exposure significantly elevates VEGF production and secretion. 
Immediate HIF-1! protein stabilization following an ischemic insult in vitro
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An ischemic event such as stroke deprives cells of both oxygen and glucose. To mimic in vivo
models of ischemia, astrocytes were placed in glucose-free media immediately prior to anoxic 
exposure. Glucose deprivation alone caused immediate stabilization of basal HIF-1! protein 
levels (fig.3a, 0h) and additional hypoxia further induced nuclear HIF-1! protein 
accumulation in a time-dependent manner. Near anoxic glucose-deprived astrocytes stabilised  
HIF-1! even more rapidly with a significant increase observed after just 2 hours (fig. 3a) and 
3 fold induction compared to hypoxic samples after 6h (fig. 3b). Note that 24 hours of anoxic 
incubation protein could not be extracted implying major cell death at that time. 
Although glucose withdrawal alone resulted in immediate basal HIF-1! stabilisation, 
prolonged glucose deprivation did not further increase HIF-1! accumulation. Western blot 
analysis of astrocytes incubated in glucose-free medium under normoxic conditions for 
extended periods (6, 24 and 48 hours) showed no additional increase in HIF-1! accumulation 
(data not shown). Glucose replenishment for 3 hours also had no effect. Thus although 
glucose withdrawal stabilises low basal HIF-1! levels in astrocytes additional oxygen 
deprivation is required to further induce protein accumulation. 
Severe insult stimulates rapid and increased secretion of VEGF from astrocytes
Although glucose and oxygen deprivation increased cytoplasmic VEGF levels 8-10 fold over 
normoxic controls after 6 hours (fig.4a), no difference was observed between hypoxic and 
anoxic samples. Furthermore VEGF protein levels were not significantly enhanced compared 
to astrocytes cultured in glucose-containing media (fig.2a) until the 24h timepoint. 
Accumulation of secreted VEGF into the media however did increase in a time-dependent 
manner with 3 fold higher levels reached in anoxic compared to hypoxic glucose deprived 
cells after 6 hours (fig.4b). Therefore despite VEGF cytoplasmic levels of VEGF being 
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maintained for up to 6h, secretion of VEGF is significantly enhanced in oxygen and glucose-
deprived astrocytes. 
Increased severity of insult stimulates astrocytic proliferation
Since injury induces increased proliferation of glial cells and formation of a glial scar in vivo
(17, 39), we investigated whether the severity of insult can directly modulate the proliferative 
rates of astrocytes. AlamarBlue and thymidine incorporation assays (fig.5a&b respectively) 
were used to determine the proliferative capacity of astrocytes in the presence and absence of 
glucose for 6 hours. Of note, different severities presented distinct proliferation patterns (fig.5). 
No significant difference was observed between normoxic and hypoxic glucose-containing 
cells but anoxia stimulated increased proliferation significantly (~30%). Surprisingly glucose 
withdrawal further induced proliferation. Normoxic glucose deprivation caused a 40% increase 
in proliferation over normoxic glucose-containing cells whereas near anoxia combined with 
glucose deprivation increased proliferation a further 2 fold using both techniques. In 
conclusion, increased severity of insult augmented proliferation of astrocytes in vitro.
Only combined oxygen and glucose withdrawal induces cell death in astrocytes
Increased proliferation during severe insult suggested that astrocyte survival is preserved and 
cell death is suppressed during this time. In the presence of glucose, astrocytes were TUNEL 
negative at all time points without any visible nuclear condensation (data not shown) 
indicating the cells survive oxygen deprivation well. Somewhat surprisingly, cell death 
processes in hypoxic glucose-deprived astrocytes were identified only after 24 hours exposure 
(approximately 10% TUNEL positive nuclei in fig.6 top panels). Anoxia combined with 
glucose deprivation caused earlier (6h) TUNEL positive staining and nuclear condensation 
(fig.6 middle panels). By 24h virtually all astrocyte nuclei (90%) were TUNEL positive (fig.6 
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bottom panels) with clear nuclear condensation and cell shape disruption. Thus prolonged 
severe insult initiated death pathways in virtually all astrocytes. 
ATP levels are preserved despite oxygen and glucose withdrawal.
To get a handle on how astrocytes can survive oxygen and/or glucose deprivation for long 
periods of time without undergoing cell death we measured cellular ATP levels (fig.7). In 
glucose containing media (fig.7a) normoxic ATP levels were virtually constant for the 
duration of the experiment. Hypoxia and anoxia reduced ATP levels by 50-70% within the 
first 6-24 hours (fig.7a) but were subsequently maintained for the duration of the experiment. 
Glucose deprivation (fig.7b) elicited a different response. A 50% decrease in normoxic ATP 
levels occurred within 6h glucose withdrawal before recovering to 70% at 48h and hypoxic 
ATP levels were maintained slightly better than normoxic cells at all time points, indicating 
that hypoxia has no additional detrimental effect on ATP levels in the absence of glucose. 
Anoxia combined with glucose deprivation resulted in a dramatic 70% decrease in ATP levels 
already at 6h that were virtually zero at 24h. Therfore although astrocytes are able to tolerate 
oxygen and glucose deprivation, simultaneous long-term withdrawal is ultimately lethal after 
6 hours.
DISCUSSION
The ability of cells to cope with reduced oxygen levels is critical to their survival but hypoxic 
tolerance varies greatly amongst different cell types. It is well established that during hypoxia 
or ischemic insult loss of astrocytes causes microvascular damage and exacerbates 
disturbance of brain homeostasis (38). In this work we have investigated the astrocytic 
response to different degrees of injury with emphasis on the temporal induction of HIF-1!
and its target gene VEGF. We also examined the extent of cell death and ATP maintenance 
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during insult. We show that astrocytes, in contrast to most other cell types, require severe 
oxygen deprivation to prevent HIF-1! degradation and are able to survive severe ischemic 
conditions for up to 6 hours prior before undergoing cell death. 
It has been documented that astrocytes are less susceptible to injury than other brain cells 
such as neurons (18). Our work confirms observation this since stabilisation of the HIF-1 
heterodimeric complex (and thus a full stress response) in astrocytes requires lower O2 levels 
compared to most studied cells. The requirement of severe oxygen deprivation to stabilise 
HIF-1! may be explained by the essential role of astrocytes in BBB maintenance. It is fitting 
that astrocytes are not sensitive to small changes in oxygen levels as this could have 
disastrous consequences on BBB function and neuronal homeostasis. However, HIF-1 not 
being induced by hypoxia does not mean astrocytes are insensitive to changes in O2 tension –
indeed it has been shown that although mild hypoxia does not affect astrocyte survival, 
substantial differences in metabolism still occur that contribute to their adaptation (34). HIF-
1! is involved in the regulation of glucose metabolism  (27) and as such increased HIF-1 
stabilisation that we observe after severe oxygen deprivation is a likely prerequisite for 
astrocytes to increase their glycolytic capacity during insult (18). In agreement with this, we 
observed that glucose withdrawal alone also induced low basal HIF-1! stabilisation and 
astrocytes were far more sensitive to oxidative stress in combination with glucose 
withdrawal. It has been proposed that abundance and hydroxylase capacity of prolyl 
hydroxylases may fine-tune the dynamic range of oxygen sensitivity and be rate-limiting for 
HIF-1 degradation (32) thus defining the cellular response to insult. However existence of 
such a cellular mechanism is still to be clarified.
The HIF-1! target gene VEGF is induced by hypoxic/ischemic insult in astrocytes (2) but is 
also constitutively expressed at lower levels under normoxic conditions (3, 21). Indeed 
hypoxic exposure moderately increased cytoplasmic accumulation and basal release of VEGF 
in our astrocyte cultures in a time-dependent manner. In vivo this response is probably 
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advantageous since enhanced VEGF release, in addition to protecting neighbouring cells 
through paracrine mechanisms (5, 37), may protect astrocytes themselves from cell death 
through autocrine signalling. Notably this elevation of VEGF occurred in the absence of 
detectable HIF-1! stabilisation suggesting a HIF-1-independent regulatory mechanism during 
mild oxygen deprivation. Although an obvious candidate is HIF-2!, during our study 
constitutive HIF-2! expression levels were unaffected by hypoxia (data not shown) in 
agreement with others (22). Thus how VEGF is hypoxically induced in the absence of HIF-1 
remains intriguing and deserves further investigation.
Glucose-free astrocyte conditioned media contained dramatically elevated VEGF 
concentrations compared to glucose-containing conditioned media in agreement with other 
studies of hypoglycaemic VEGF induction in glioblastoma and monocytes (29, 31). Now we 
show that increased severity of insult progressively augments VEGF release without affecting 
cytoplasmic stores. Although moderate upregulation of VEGF could enhance survival of 
surrounding cells, a rapid massive increase in VEGF concentrations may have an overall 
negative effect on the BBB causing increased permeability and vascular remodelling. Indeed 
the temporal upregulation of VEGF in our model reflects the profile of BBB leakage in vivo
with VEGF induced as early as 1–3 h after focal cerebral ischemia onset and peaking at 24–
48h (6, 24). Taken together this data implies that astrocytes do indeed have the capacity to 
secrete significant amounts of VEGF during ischemic injury that can induce BBB leakage. 
Studies by Jelluma et al (13) showed that astrocytes proliferate during glucose withdrawal and 
our data further indicates that injury severity is a strong proliferative stimulus. As VEGF 
promotes astrocyte proliferation (17, 19), enhanced secretion that we observe is likely to be 
responsible for the increased proliferation during glucose withdrawal, although other factors 
are not ruled out. Both hypoxia and ischemia also activate and promote proliferation of 
resident astrocytes in vivo (25, 40), a process often referred to as astrogliosis or glial scarring. 
Suggested to be a reparative process to restore homeostasis through isolation of the damaged 
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region, a glial scar may also detrimentally interfere with subsequent neural repair or axonal 
regeneration, cause release of microglial-associated inflammatory factors as well as alter 
cellular interactions at the BBB. Thus preventing proliferation during the first 6 hours of 
injury may be of significant benefit as also indicated by Di Giovanni et al who showed that 
flavopiridol administration 30 minutes after traumatic brain injury significantly reduced lesion 
volumes in rats (7). 
Paradoxically, we show that increased severity of insult stimulated astrocyte proliferation 
despite reduced ATP content. Naturally, constant ATP levels are required to ensure cell 
viability during stress (11) and in most experimental paradigms astrocytes crucially 
maintained their ATP levels at or above 50%. Remarkably cell survival was compromised 
only when oxygen and glucose deprivation was performed in parallel. Anoxic glucose-
deprived cells were unable to recover from a 70% drop in ATP concentrations, despite high 
HIF-1! expression, culminating in cell death. Thus 6h of extreme insult significantly lowered 
astrocyte viability as was confirmed by the detection of TUNEL-positive cells at this time. 
Therefore a strong correlation exists between prolif ration and cell death during severe insult. 
That proliferation is high in cells ultimately pre-destined to die may either be a last effort to 
restore homeostasis or a suicide mechanism. How hypoxia/ischemia modulates activation 
and/or proliferation of astrocytes and whether HIF-1 itself plays a direct role is currently 
under investigation.
In summary, cultured astrocytes do not stabilise HIF-1! protein under standard hypoxic 
conditions (1% O2) but require severe oxygen deprivation for induction to occur. Surprisingly, 
VEGF regulation in mild conditions may not be controlled by HIF-1. Astrocyte HIF-1!
stabilisation directly correlated with simultaneous induction of cell death and proliferation 
pathways. To conclude, this study highlights how astrocytes respond to different degrees of 
insult. Since impairment or alteration of astrocyte function can cause microvascular damage 
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and accelerate neuronal death/hyperactivation, such knowledge may be useful for developing 
selective treatment for brain recovery after injury. 
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FIGURE LEGENDS
Figure 1: HIF-1! is stabilized only during severe oxygen deprivation. Representative 
Western blot of HIF-1! protein accumulation in astrocytes following hypoxic (1% O2) (a) and
near anoxic (<0.1% O2) incubation (b). Sp1 was used as a loading control (b). Representative 
HIF-1! EMSA on nuclear protein extracts isolated from primary astrocytes exposed to 
normoxic and near anoxic conditions (c). HIF-DNA binding activity was observed only after 
anoxic incubation of astrocytes and five hours of reoxygenation (5R) abrogated HIF binding. 
Figure 2: VEGF levels in astrocyte cytoplasmic fractions and media by ELISA. Cytoplasmic 
VEGF levels increased in all cells subjected to oxygen deprivation (a). Near anoxic conditions 
(<0.1% O2) induced the most significant increase over control levels but only after 24 hours. 
Significantly lower amounts of VEGF are released into the media (b). (*=p<0.05, 
**=p<0.005; n=5). 
Figure 3: Combined oxygen and glucose withdrawal strongly induces HIF-1! in astrocytes. 
Representative Western blot demonstrates time-dependent nuclear HIF-1! accumulation 
following both hypoxic and anoxic incubation after glucose withdrawal (a). Sp1 reblot was 
used as a loading control. Interestingly, sole glucose withdrawal also induced stabilization of 
HIF-1! (a, 0h lanes). Quantitation of Western blots (b) shows anoxic glucose deprivation 
significantly increased HIF-1! levels over hypoxia at all time points. Anoxic exposure was 
not possible for longer than 6h due to cell death. (**=p<0.005; n=3).
Figure 4: Combined glucose and oxygen deprivation significantly increases VEGF secretion. 
Cytoplasmic VEGF protein levels in hypoxic and anoxic astrocytes deprived of glucose were 
similar up to 6 hours (a). By 24h, hypoxic VEGF levels increased significantly. Anoxic 
incubation was not possible after 6h. Anoxic glucose-deprived cells secreted more VEGF into 
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the culture media than hypoxic cells (b). By 24h significant VEGF protein had also 
accumulated in hypoxic astrocyte media. (*=p<0.05, **=p<0.005; n=3). 
Figure 5: Increased severity of insult enhances astrocytes proliferation. Proliferation was 
determined by AlamarBlue (a) and thymidine incorporation assays (b) after exposure to 
normoxic, hypoxic or anoxic conditions in the presence or absence of glucose for 6h. In 
glucose containing cells, anoxia caused a 30% increase in proliferation compared to normoxia 
and hypoxia. Glucose deprivation significantly augmented proliferation of normoxic and 
oxygen-deprived astrocytes. Anoxic cells displayed the most robust increase of up to 2.0 fold 
over normoxic and hypoxic cells after 6 hours. (*=p<0.05; **p=<0.005; n=5).
Figure 6: Cell death occurs only during prolonged oxygen glucose deprivation. Isolated 
TUNEL-positive nuclei were detected only after 24h of hypoxic incubation (top panels). Near 
anoxic exposure for 6h resulted in visible nuclear condensation and positive staining of 
isolated cells as indicated by arrowheads (middle panels). After 24h of anoxia (lower panels) 
most cells were TUNEL-positive. Co-localisation of TUNEL positive nuclei (green) with 
DAPI nuclear stain (blue) is seen in right hand panels.
Figure 7: Astrocyte ATP levels are severely depleted after oxygen and glucose withdrawal. 
Intracellular ATP measurements of cells cultured in glucose containing media (a) showed 
decreased levels of 20 and 50% under hypoxic and anoxic conditions respectively compared 
to normoxic cells after 6 hours. ATP levels were then maintained between 50 and 80% for up 
to 48h. Additional glucose deprivation (b) resulted in a 70% decrease of ATP levels in anoxic 
cells. ATP levels of anoxic cells did not recover and were virtually zero after 24h. (*=p<0.05; 
**=p<0.005; n=4-5).
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Glucose deprivation further induces HIF-1! expression
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